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HUMAN GENOME -DERIVED SINGLE EXON NUCLEIC ACID PROBES USEFUL 
FOR ANALYSIS OF GENE EXPRESSION IN HUMAN PLACENTA 

CROSS REFERENCE TO RELATED APPLICATIONS 

5 

The present application is a continuation-in-part of U.S. 
patent application serial nos. 09/632,366, filed August 3, 
2000 and 09/608,408, filed June 30, 2000; claims the 
benefit under 35 U.S.C. s 119(e) of U. S .provisional patent 
application serial nos. 60/236,359, filed September 27, 
2000, 60/234,687, filed September 21, 2000, 60/207,456, 
filed May 26, 2000, and 60/180,312, filed February 4, 2 000; 
and further claims the benefit under 35 U.S.C. s 119(a) of 
UK patent application no. 0024263.6, filed October 4, 2000, 
the disclosures of which are incorporated herein by 
reference in their entireties. 

REFERENCE TO SEQUENCE LISTING AND INCORPORATION BY 
REFERENCE THEREOF 
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The present application includes a Sequence Listing in 
electronic format, filed pursuant to PCT Administrative 
Instructions 801 - 806 on a single CD-R disc, in 
triplicate, containing a file pto_PLACENTA.txt, created 24 
25 January 2001, having 26,548,337 bytes. The Sequence 

Listing contained in said file on said disc is incorporated 
herein by reference in its entirety. 



Field of the Invention 



30 



The present invention relates to genome-derived 
single exon microarrays useful for verifying the expression 
of regions of genomic DNA predicted to encode protein. In 
particular, the present invention relates to unique genome- 
35 derived single exon nucleic acid probes expressed in human 

1 
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placenta and single exon nucleic acid microarrays that 
include such probes . 



Background of the Invention 
5 For almost two decades following the invention of 

general techniques for nucleic acid sequencing, Sanger et 
al., Proc. Natl. Acad. Sci. USA 70 (4 ): 1209-13 (1973); 
Gilbert et al . , Proc. Natl. Acad. Sci. USA 70 (12) : 3581-4 
(1973) , these techniques were used principally as tools to 

10 further the understanding of proteins — known or 

suspected — about which a basic foundation of biological 
knowledge had already been built. In many cases, the 
cloning effort that preceded sequence identification had 
been both informed and directed by that antecedent 

15 biological understanding. 

For example, the cloning of the T cell receptor 
for antigen was predicated upon its known or suspected cell 
type-specific expression, by its suspected membrane 
association, and by the predicted assembly of its gene via 

20 T cell -specif ic somatic recombination. Subsequent 
sequencing efforts at once confirmed and extended 
understanding of this family of proteins. Hedrick et al . , 
Nature 308 (5955) : 153-8 (1984). 

More recently, however, the development of high 

25 throughput sequencing methods and devices, in concert with 
large public and private undertakings to sequence the human 
and other genomes, has altered this investigational 
paradigm: today, sequence information often precedes 
understanding of the basic biology of the encoded protein 

30 product . 

One of the approaches to large-scale sequencing 
is predicated upon the proposition that expressed 
sequences — that is, those accessible through isolation of 
mRNA — are of greatest initial interest. This "expressed 
35 sequence tag" ("EST") approach has already yielded vast 
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amounts of sequence data (see for example Adams et al . , 
Science 252:1651 (1991); Williamson, Drug Discov. Today 
4:115 (1999)) . For nucleic acids sequenced by this 
approach, often the only biological information that is 
5 known a priori with any certainty is the likelihood of 
biologic expression itself. By virtue of the species and 
tissue from which the mRNA had originally been obtained, 
most such sequences are also annotated with the identity of 
the species and at least one tissue in which expression 

10 appears likely. 

More recently, the pace of genomic sequencing has 
accelerated dramatically. When genomic DNA serves as the 
initial substrate for sequencing efforts, expression cannot 
be presumed; often the only a priori biological information 

15 about the sequence includes the species and chromosome (and 
perhaps chromosomal map location) of origin. 

With the ever-accelerating pace of sequence 
accumulation by directed, EST, and genomic sequencing 
approaches — and in particular, with the accumulation of 

20 sequence information from multiple genera, from multiple 

species within genera, and from multiple individuals within 
a species — there is an increasing need for methods that 
rapidly and effectively permit the functions of nucleic 
sequences to be elucidated. And as such functional 

25 information accumulates, there is a further need for 
methods of storing such functional information in 
meaningful and useful relationship to the sequence itself; 
that is, there is an increasing need for means and 
apparatus for annotating raw sequence data with known or 

30 predicted functional information. 

Although the increase in the pace of genomic 
sequencing is due in large part to technological changes in 
sequencing strategies and instrumentation, Service, Science 
280:995 (1998); Pennisi, Science 283 : 1822-1823 (1999), 

35 there is an important functional motivation as well. 
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While it was understood that the EST approach 
would rarely be able to yield sequence information about 
the noncoding portions of the genome, it now also appears 
the EST approach is capable of capturing only a fraction of 
5 a genome 1 s actual expression complexity. 

For example, when the C. elegans genome was fully 
sequenced, gene prediction algorithms identified over 
19,000 potential genes, of which only 7,000 had been found 
by EST sequencing. C. elegans Sequencing Consortium, 
10 Science 282:2012 (1998). Analogously, the recently 

completed sequence of chromosome 2 of Arabidopsis predicts 
over 4000 genes, Lin et al . , Nature, 402:761 (1999), of 
which only about 6% had previously been identified via EST 
sequencing efforts. -Although the human genome has the 
15 greatest depth of EST coverage, it is still woefully short 
of surrendering all of its genes. One recent estimate 
suggests that the human genome contains more than 146,000 
genes, which would at this point leave greater than half of 
the genes undiscovered. It is now predicted that many 
20 genes, perhaps 2 0 to 50%, will only be found by genomic 
sequencing. 

There is, therefore, a need for methods that 
permit the functional regions of genomic sequence - and 
most importantly, but not exclusively, regions that 

25 function to encode genes - to be identified. 

Much of the coding sequence of the human genome 
is not homologous to known genes, making detection of open 
reading frames ("ORFs") and predictions of gene function 
difficult. Computational methods exist for predicting 

30 coding regions in eukaryotic genomes. Gene prediction 
programs such as GRAIL and GRAIL II, Uberbacher et al., 
Proc. Natl. Acad. Sci. USA 88 (24) : 11261-5 (1991); Xu et 
al., Genet. Eng. 16:241-53 (1994); Uberbacher et al . , 
Methods Enzymol. 266:259-81 (1996); GENEFINDER, Solovyev et 

35 al., Nucl. Acids. Res. 22:5156-63 (1994); Solovyev et al . , 

... 4 
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Ismb 5:294-302 (1997); and GENE SCAN, Burge et al . , «J. Mol . 
Biol. 268:78-94 (1997), predict many putative genes without 
known homology or function. Such programs are known, 
however, to give high false positive rates. Burset et al . , 
5 Genomics 34:353-367 (1996). Using a consensus obtained by 
a plurality of such programs is known to increase the 
reliability of calling exons from genomic sequence. 
Ansari-Lari et al . , Genome Res. 8(l):29-40 (1998) 

Identification of functional genes from genomic 

10 data remains, however, an imperfect art. For example, in 
reporting the full sequence of human chromosome 21, the 
Chromosome 21 Mapping and Sequencing Consortium reports 
that prior bioinf ormatic estimates of human gene number may 
need to be revised substantially downwards. Nature 

15 405:311-199 (2000); Reeves, Nature 405 : 283 -284 (2000). 

Thus, there is a need for methods and apparatus 
that permit the functions of the regions identified 
bioinf ormatically — and specifically, that permit the 
expression of regions predicted to encode protein — readily 

20 to be confirmed experimentally. 

Recently, the development of nucleic acid 
microarrays has made possible the automated and highly 
parallel measurement of gene expression. .Reviewed in 
Schena (ed.), DNA Microarrays : A Practical Approach 

25 (Practical Approach Series ), Oxford University Press (1999) 
(ISBN: 0199637768); Nature Genet. 21 (1) (suppl) : 1 - 60 
(1999); Schena (ed. ) , . Microarray Biochip: Tools and 
Technology , Eaton Publishing Company/BioTechniques Books 
Division (2000) (ISBN: 1881299376). 

30 It is common for microarrays to be derived from 

cDNA/EST libraries, either from those previously described 
in the literature, such as those from the I.M.A.G.E. 
consortium, Lennon et al . , Genomics 33(l):151-2 (1996), or 
from the construction of "problem specific" libraries 

35 targeted at a particular biological question, R.S. Thomas 

5 
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et al . , Cancer Res. (in press) . Such microarrays by 
definition can measure expression only of those genes found 
in EST libraries, and thus have not been useful as probes 
for genes discovered solely by genomic sequencing. 
5 The utility of using whole genome nucleic acid 

microarrays to answer certain biological questions has been 
demonstrated for the yeast Saccharomyces cerevisiae . De 
Risi et al., Science 278:680 (1997) . The vast majority of 
yeast nuclear genes, approximately 95% however, are single 

10 exon genes, i.e., lack introns, Lopez et al . , RNA 5:1135- 
1137 (1999); Goffeau et al . , Science 274:563-67 (1996), 
permitting coding regions more readily to be identified. 
Whole genome nucleic acid microarrays have not generally 
been used to probe gene expression from more complex 

15 eukaryotic genomes, and in particular from those averaging 
more than one intron per gene. 

Given the substantial impact on human morbidity and 
mortality of diseases directly caused by genetic defect, 
and given the profound influence of genetic factors on the 

20 predisposition, onset, and/or aggressiveness of most, if 
not all human diseases, there has long been interest in 
efficient and safe means for early detection of gene 
defects and polymorphisms that cause, are associated with, 
or are implicated in development of disease. 

25 Recently, techniques have been developed that 

permit direct sampling of placenta earlier in pregnancy. 
There is- a need for methods and apparatus that permit 
analysis of placenta samples for the prediction and 
diagnosis of diseases caused by genetic defect, 

30 particularly those with polygenic etiology. 

Summary of the Invention 



35 



The present invention solves these and other 

6 
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problems in the art by providing methods and apparatus for 
predicting, confirming, and displaying functional 
information derived from genomic sequence. The present 
invention also provides apparatus for verifying the 

5 expression of putative genes identified within genomic 
sequence . 

In particular, the invention provides novel 
genome -derived single exon nucleic acid microarrays useful 
for verifying the expression of putative genes identified 

10 within genomic sequence. 

The present invention also provides compositions 
and kits for the ready production of nucleic acids 
identical in sequence to, or substantially identical in 
sequence to, probes on the genome -derived single exon 

15 microarrays of the present invention. 

Accordingly, in a first aspect of the invention, 
there is provided a spatially-addressable set of single 
exon nucleic acid probes for measuring gene expression in a 
sample derived from human placenta, comprising a plurality 

20 of single exon nucleic acid probes according to any one of 
the nucleotide sequences set out in SEQ ID NOs : 1 - 13,232 
or a complementary sequence, or a portion of such a 
sequence . 

By plurality is meant at least two, suitably at 
25 least 20, most suitably at least 100, preferably at least 
1000 and, most preferably, upto 5000. 

In one embodiment of the first aspect, each of 
said plurality of probes is separately and addressably 
amplif iable . 

30 In an alternative embodiment, each of said 

plurality of probes is separately and addressably 
isolatable from said plurality. 

In a preferred embodiment, each of said plurality 
of probes is amplif iable using at least one common primer. 
35 Preferably, each of said plurality of probes is amplifiable 

7 
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using a first and a second common primer. 

In yet another embodiment, said set of single 
exon nucleic acid probes comprises between 50 - 20,000 
probes, for example, 50 - 5000. 

5 Suitably, said set of single exon nucleic acid 

probes comprises at least 50 - 1000 discrete single exon 
nucleic acid probes having a sequence as set out in any of 
SEQ ID NOS.: 1 - 26,232 or a complimentary sequence, or a 
portion of such a sequence. 

10 Preferably, the average length of the single exon 

nucleic acid probes is between 200 and 500 bp. It is 
preferred that the average length should be at least 200bp, 
suitably at least 250bp, most suitably at least 300bp, 
preferably at least 400bp and, most preferably, 500 bp. 

15 In another embodiment, the single exon nucleic 

acid probes lack prokaryotic and bacteriophage vector 
sequence. It is preferred that at least 50%, suitably at 
least 60%, most suitably at least 70%, preferably at least 
75%, more preferably at least 80, 85, 90, 95 or 99% of said 
20 single exon nucleic acid probes lack prokaryotic and 
bacteriophage vector sequence . 

In another preferred embodiment, said single exon 
nucleic acid lack homopolymeric stretches of A or T. It is 
preferred that at least 50%, suitably at least 60%, most 
25 suitably at least 70%, preferably at least 75%, more 

preferably at least 80, 85, 90, 95 or 99% of said single 
exon nucleic acid probes lack homopolymeric stretches of A 
or T. 

Preferably, a spatially-addressable set of single 
30 exon nucleic acid probes in accordance with the first 

aspect of the invention is is addressably disposed upon a 
substrate . 

Suitable substrates include a filter membrane 
which may, preferably, be nitrocellulose or nylon. The 
35 nylon may preferably, be positively-charged. Other suitable 

8 
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substrates include glass, amorphous silicon, crystalline 
silicon, and plastic. Further suitable materials include 
polymethylacrylic , polyethylene , polypropylene , 
polyacrylate , polymethylmethacrylate , polyvinylchloride , 
5 poly t etraf luoroethylene , polystyrene , polycarbonate , 
polyacetal , polysulf one , celluloseacetate , 
cellulosenitrate, nitrocellulose, and mixtures thereof. 

In a second aspect of the invention, there is 
provided a microarray comprising a spatially addressable 
10 set of single exon nucleic acid probes in accordance with 
the first aspect of the invention. 

In one embodiment, a genome -derived single- exon 
microarray is packaged together with such an ordered set of 
amplifiable probes corresponding to the probes, or one or 
15 more subsets of probes, thereon. In alternative 

embodiments, the ordered set of amplifiable probes is 
packaged separately from the genome -derived single exon 
microarray. 

In another aspect, the invention provides genome- 

20 derived single exon nucleic acid probes useful for gene 
expression analysis, and particularly for gene expression 
analysis by microarray. In particular embodiments of this 
aspect, the present invention provides human single -exon 
probes that include specif ically-hybridizable fragments of 

25 SEQ ID Nos. 13,233 - 26,232, wherein the fragment 

hybridizes at high stringency to an expressed human gene. 
In particular embodiments, the invention provides single 
exon probes comprising SEQ ID Nos. 1 - 13,232. 

Accordingly, in a third aspect of the invention, 

30 there is provided a single exon nucleic acid probe for 
measuring human gene expression in a sample derived from 
human placenta which is a nucleic acid molecule comprising 
a nucleotide sequence as set out in any of SEQ ID NOs.: 1 - 
13,232 or a complementary sequence or a fragment thereof 

35 wherein said probe hybridizes at high stringency to a 

9 
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nucleic acid expressed in the human placenta. 

In one embodiment, a single exon nucleic acid 
probe in accordance with the third aspect comprises a 
nucleotide sequence as set out in any of SEQ ID NOs . : 
13,233 - 26,232 or a complementary sequence or a fragment 
thereof . 

In a fourth aspect of the invention, there is 
provided a single exon nucleic acid probe for measuring 
human gene expression in a sample derived from human 
placenta which is a nucleic acid molecule having a sequence 
encoding a peptide comprising a peptide sequence as set out 
in any of SEQ ID NOs.: 26,233 - 38,837 or a complementary 
sequence or a fragment thereof wherein said probe 
hybridizes at high stringency to a nucleic acid expressed 
15 in the human placenta. 

Preferably, a single exon nucleic acid probe in 
accordance with the third or fourth aspects of the 
invention comprises between at least 15 and 50 contiguous 
nucleotides of said SEQ ID NO:. It is preferred that the 
single exon nucleic acid probe comprises at least 15, 
suitably at least 20, more suitably at least 25 or 
preferably at least 50 contiguous nucleotides of said SEQ 
ID NO: . 

In another preferred embodiment, a single exon 
25 nucleic acid probe in accordance with the third or fourth 
aspects of the invention is between 3kb and 25kb in length. 
It is preferred that said probe is no more than 3kb, 
suitably no more than 5kb, more suitably no more than lOkb, 
preferably lSkb, more preferably 20kb or, most preferably, 
30 no more than 20kb in length. 

Preferably, a single exon nucleic acid probe in 
accordance with either the fifth or sixth aspect of the 
invention is DNA, preferably single -stranded DNA, RNA or 
PNA. 

35 m another embodiment of either the third or 

10 
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fourth aspect of the invention, a single exon nucleic acid 
probe is detectably labeled. Suitable detectable labels 
include a radionuclide, a fluorescent label or a first 
member of a specific binding pair. Suitable fluorescent 
labels include dyes such as cyanine dyes, preferably Cy3 
and Cy5 although other suitable dyes will be known to those 

skilled in the art. 

In a particularly preferred embodiment, a single 
exon nucleic acid probe in accordance with either the third 
or fourth aspect of the invention lacks prokaryotic and 
bacteriophage vector sequence. In yet another embodiment, a 
single exon nucleic acid probe in accordance with either 
the third or fourth aspect of the invention lacks 
homopolymeric stretches of A or T. 

In a fifth aspect of the invention, there is 
provided an amplifiable nucleic acid composition, 
comprising: 

the single exon nucleic acid probe in accordance 
with either of the third or fourth aspects of the 
invention; and at least one nucleic acid primer; 

wherein said at least one primer is sufficient to 
prime enzymatic amplification of said probe. 

In an sixth aspect of the invention, there is 
provided a method of measuring gene expression in a sample 
derived from human placenta, comprising: 

contacting the single exon microarray in 
accordance with the second aspect of the invention, with a 
first collection of detectably labeled nucleic acids, said 
first collection of nucleic acids derived from mRNA of 
30 human placenta; and then 

measuring the label detectably bound to each 

probe of said microarray. 

In a seventh aspect of the invention, there is 
provided a method of identifying exons in a eukaryotic 
35 genome, comprising: 

11 
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algorithmically predicting at least one exon from 
genomic sequence of said eukaryote; and then 

detecting specific hybridization of detectably 
labeled nucleic acids to a single exon probe, 

wherein said detectably labeled nucleic acids are 
derived from mRNA from the placenta of said eukaryote, said 
probe is a single exon probe having a fragment identical in 
sequence to, or complementary in sequence to, said 
predicted exon, said probe is included within a single exon 
microarray in accordance with the first aspect of the 
invention, and said fragment is selectively hybridizable at 

high stringency. 

In a eighth aspect of the invention, there is 
provided a method of assigning exons to a single gene, 

15 comprising: 

identifying a plurality of exons from genomic 
sequence in accordance with the seventh aspect of the 

invention; and then 

measuring the expression of each of said exons in 

a plurality of tissues and/or cell types using 
hybridization to single exon microarrays having a probe 

with said exon, 

wherein a common pattern of expression of said 
exons in said plurality of tissues and/or cell types 
indicates that the exons should be assigned to a single 
gene . 

In an ninth aspect of the invention, there is 
provided a nucleic acid sequence as set out in any of SEQ 
ID NOs: 1 - 26,232 wherein said sequence encodes a peptide. 

In a tenth aspect of the invention, there is 
provided a peptide encoded by a sequence comprising a 
sequence as set out in any of SEQ ID NOs: 13,233 - 26,232, 
or a complementary sequence or coding portion thereof. 

In a preferred embodiment, a peptide may be 
35 encoded by a sequence comprising a sequence set out in any 

12 
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of SEQ ID NOS.: 1 -13,232 . 

In a further aspect, the invention provides 
peptides comprising an amino acid sequence translated from 
the DNA fragments, said amino acid sequences comprising SEQ 

ID NOS. : 26,233 - 38,837. 

Accordingly in a eleventh aspect of the invention 
there is provided a peptide comprising a sequence as set 
out in any of SEQ ID NOs: 26,233 - 38,837, or fragment 
thereof . 

in another aspect, the invention provides means 
for displaying annotated sequence, and in particular, for 
displaying sequence annotated according to the methods and 
apparatus of the present invention. Further, such display 
can be used as a preferred graphical user interface for 
electronic search, query,, and analysis of such annotated 
sequence . 
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Detailed Description of the Invention 
Definitions 

As used herein, the term "microarray" and phrase 
-nucleic acid microarray" refer to a substrate -bound 
collection of plural nucleic acids, hybridization to each 
of the plurality of bound nucleic acids being separately 
detectable. The substrate can be solid or porous, planar 
or non-planar, unitary or distributed. 

As so defined, the term "microarray" and phrase 
-nucleic acid microarray" include all the devices so called 
in Schena (ed.), DNA Microarrays = A Practical Approach 
(Practical Approach Series ) , Oxford University Press (1999) 
(ISBN: 0199637768); Nature Genet. 21 (1) (suppl) :1 - 60 
(1999); and Schena (ed.), Microarray Biochip: Tools and 
Technology , Eaton Publishing Company /BioTechnigues Books 
Division (2000) (ISBN, 1881299376). As so defined, the 

13 
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term "microarray" and phrase "nucleic acid microarray" 
further include substrate-bound collections of plural 
nucleic acids in which the nucleic acids are distributably 
disposed on a plurality of beads, rather than on a unitary 
5 planar substrate, as is described, inter alia, in Brenner 
et al., Proc. Natl. Acad. Sci. USA 97 (4 ): 166501670 (2000); 
in such case, the term "microarray" and phrase "nucleic 
acid microarray" refer to the plurality of beads in 
aggregate . 

10 As used herein with respect to a nucleic acid 

microarray, the term "probe" refers to the nucleic acid 
that is, or is intended to be, bound to the substrate; in 
such context, the term "target" thus refers to nucleic acid 
intended to be bound thereto by Watson-Crick 

15 complementarity. As used herein with respect to solution 
phase hybridization, the term "probe" refers to the nucleic 
acid of known sequence that is detectably labeled. 

As used herein, the expression "probe comprising 
SEQ ID NO.", and variants thereof, intends a nucleic acid 

20 probe, at least a portion of which probe has either (i) the 
sequence directly as given in the referenced SEQ ID NO., or 
(ii) a sequence complementary to the sequence as given in 
the referenced SEQ ID NO., the choice as between sequence 
directly as given and complement thereof dictated by the 

25 requirement that the probe hybridize to mRNA. 

As used herein, the term "open reading frame" and 
the equivalent acronym w 0RF" refer to that portion of an 
exon that can be translated in its entirety into a sequence 
of contiguous amino acids i.e. a nucleic acid sequence 

30 that, in at least one reading frame, does not possess stop 
codons; the term does not require that the ORF encode the 
entirety of a natural protein. 

As used herein, the term "amplicon" refers to a 
PCR product amplified from human genomic DNA, containing 

35 the predicted exon. 

14 
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As used herein the term "exon" refers to the 
consensus prediction of the various exon and gene 
predicting algorithms i.e. a nucleic acid sequence 
bioinf ormatically predicted to encode a portion of a 

5 natural protein. 

As used herein, the term "peptide" refers to a 
sequence of amino acids . The sequences referred to as 
PEPTIDE SEQ ID NOS . : are the predicted peptide sequences 
that would be translated from one of the exons, or a 

10 portion thereof set out in exon SEQ ID NOS.:. The codons 
encoding the peptide are wholly contained within the exon. 

As used herein, a "portions" of a defined 
nucleotide sequence or sequences can be and, preferably, 
are fragments unique to that sequence or to one or a 

15 combination of those sequences. A fragment unique to a 
nucleic acid molecule is one that is a signature for the 
larger nucleic acid molecule. 

As used herein, the phrase "expression of a 
probe" and its linguistic variants means that the ORF 

20 present within the probe, or its complement, is present 
within a target mRNA. 

As used herein, "stringent conditions" refers to 
parameters well known to those skilled in the art. When a 
nucleic acid molecule is said to be hybridisable to another 

25 of a given sequence under "stringent conditions" it is 
meant that it is homologous to the given sequence. 

As used herein, the phrase "specific binding 
pair" intends a pair of molecules that bind to one another 
with high specificity. Binding pairs are said to exhibit 

30 specific binding when they exhibit avidity of at least 10 7 , 
preferably at least 10 8 , more preferably at least 10 9 
liters/mole. Nonlimiting examples of specific binding 
pairs are: antibody and antigen; biotin and avidin; and 
biotin and st rept avidin . 

35 As used herein with respect to the visual display 
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of annotated genomic sequence, the term "rectangle" means 
any geometric shape that .has at least a first and a second 
border, wherein the first and second borders each are 
capable of mapping uniquely to a point of another visual 
object of the display. 

As used herein, a "Mondrian" means a visual 
display in which a single genomic sequence is annotated 
with predicted and experimentally confirmed functional 
information. 
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Brief Description of the Drawings 

The present invention is further illustrated with 
15 reference to the following non- limiting figures and 
examples in which: 

FIG. 1 illustrates a process for predicting 
functional regions from genomic sequence, confirming the 
functional activity of such regions experimentally, and 
20 associating and displaying the data so obtained in 

meaningful and useful relationship to the original sequence 
data ; 

FIG. 2 further elaborates that portion of the 
process schematized in FIG. 1 for predicting functional 
25 regions from genomic sequence; 

FIG. 3 illustrates a Mondrian visual display; 
FIG. 4 presents a Mondrian showing a hypothetical 
annotated genomic sequence; 

FIG. 5 is a histogram showing the distribution of 
30 ORF length and PCR products as obtained, with ORF length 
shown in black and PCR product length shown in dotted 
lines; 

FIG. 6 is a histogram showing the distribution, 
among exons predicted according to the methods described, 
35 of expression as measured using simultaneous two color 
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hybridization to a genome -derived single exon microarray. 
The graph shows the number of sequence-verified products 
that were either not expressed ("0"), expressed in one or 
more but not all tested tissues ("1" - "9"), or expressed 
in all tissues tested ("10"); 

FIG. 7 is a pictorial representation of the 
expression of verified sequences that showed expression 
with signal intensity greater than 3 in at least one 
tissue, with: FIG. 7A showing the expression as measured by 
microarray hybridization in each of the 10 measured 
tissues, and the expression as measured "bioinf ormatically" 
by query of EST, NR and SwissProt databases; with FIG. 7B 
showing the legend for display of physical expression 
(ratio) in FIG. 7A; and with FIG. 7C showing the legend for 
scoring EST hits as depicted in FIG. 7A; 

FIG. 8 shows a comparison of normalized CY3 
signal intensity for arrayed sequences that were identical 
to sequences in existing EST, NR and SwissProt databases or 
that were dissimilar (unknown), where black denotes the 
signal intensity for all sequence-verified products with a 
BLAST Expect ( "E" ) value of greater than le-30 (1 x 10" 30 ) 
("unknown") and a dotted line denotes sequence -verified 
spots with a BLAST expect ("E") value of less than le-30 (1 

x 10" 30 ) ("known") ; 
25 pig. 9 presents a Mondrian of BAC AC008172 (bases 

25,000 to 130,000), containing the carbamyl phosphate 
synthetase gene (AF154830 . 1) ; and 

FIG. 10 is a Mondrian of BAC A049839. 
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FIG. 1 is a flow chart illustrating in broad 
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outline a process for predicting functional regions from 
genomic sequence, confirming and characterizing the 
functional activity of such regions experimentally, and 
then associating and displaying the information so obtained 
5 in meaningful and useful relationship to the original 
sequence data. 

The initial input into process 10 of the present 
invention is drawn from one or more databases 100 
containing genomic sequence data. Because genomic sequence 

10 is usually obtained from subgenomic fragments, the sequence 
data typically will be stored in a series of records 
corresponding to these subgenomic sequenced fragments. 
Some fragments will have been catenated to form larger 
contiguous sequences ( "contigs" ) ; others will not. A 

15 finite percentage of sequence data in the database will 
typically be erroneous, consisting inter alia of vector 
sequence, sequence created from aberrant cloning events, 
sequence of artificial polylinkers, and sequence that was 
erroneously read. 

20 Each sequence record in database 10 0 will 

minimally contain as annotation a unique sequence 
identifier (accession number) , and will typically be 
annotated further to identify the date of accession, 
species of origin, and depositor. Because database 100 can 

25 contain nongenomic sequence, each sequence will typically 
be annotated further to permit query for genomic sequence . 
Chromosomal origin, optionally with map location, can also 
be present. Data can be, and over time increasingly will 
be, further annotated with additional information, in part 

30 through use of the present invention, as described below. 
Annotation can be present within the data records, in 
information external to database 100 and linked to the 
records thereto, or through a combination of the two. 

Databases useful as genomic sequence database 100 

35 in the present invention include GenBank, and particularly 
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include several divisions thereof, including the 
htgs (draft), NT (nucleotide, command line), and NR 
(nonredundant) divisions. GenBank is produced by the 
National Institutes of Health and is maintained by the 
5 National Center for Biotechnology Information (NCBI) . 
Databases of genomic sequence from species other than 
human, such as mouse, rat, Arabidopsis, C. elegans, C. 
brigsii, Drosophila, zebra fish, and other higher 
eukaryotic organisms will also prove useful as genomic 
10 sequence database 100. 

Genomic sequence obtained by query of genomic 
sequence database 100 is then input into one or more 
processes 200 for identification of regions therein that 
are predicted to have a biological function as specified by 
15 the user. Such functions include, but are not limited to, 
encoding- protein, regulating transcription, regulating 
message transport after transcription into mRNA, regulating 
message splicing after transcription into mRNA, of 
regulating message degradation after transcription into 
20 mRNA, and the like. Other functions include directing 

somatic recombination events, contributing to chromosomal 
stability or movement, contributing to allelic exclusion or 
X chromosome inactivatiori, and the like. 

The particular genomic sequence to be input into 
25 process 200 will depend upon the function for which 

relevant sequence is to be identified as well as upon the 
approach chosen for such identification. Process step 200 
can be iterated to identify different functions within a 
given genomic region. In such case, the input often will 
30 be different for the several iterations. 

Sequences predicted to have the requisite 
function by process 200 are then input into process 3 00, 
where a subset of the input sequences suitable for 
experimental confirmation is identified. Experimental 
35 confirmation can involve physical and/or bioinf ormatic 
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assay. Where the subsequent experimental assay is 
bioinformatic, rather than physical, there are fewer 
constraints on the sequences that can be tested, and in 
this latter case therefore process 300 can output the 
entirety of the input sequence. 

The subset of sequences output from process 300 
is then used in process 400 for experimental verification 
and characterization of the function predicted in 
process 200, which experimental verification can, and often 
will, include both physical and bioinf ormatic assay. 

Process 500 annotates the sequence data with the 
functional information obtained in the physical and/or 
bioinformatic assays of process 400. Such annotation can 
be done using any technique that usefully relates the 
functional information to the sequence, as, for example, by 
incorporating the functional data into the sequence data 
record itself, by linking records in a hierarchical or 
relational database, by linking to external databases, by a 
combination thereof, or by other means well known within 
the database arts. The data can even be submitted for 
incorporation into databases maintained by others, such as 
GenBank, which is maintained by NCBI. 

As further noted in FIG. 1, additional annotation 
can be input into process 500 from external sources 600. 

The annotated data is then displayed in process 
800, either before, concomitantly with, or after optional 
storage 700 on nontransient media, such as magnetic disk, 
optical disc, magnetooptical disk, flash memory, or the 
like . 

FIG. 1 shows that the experimental data output 
from process 400 can be used in each preceding step of 
process 10: e.g., facilitating identification of functional 
sequences in process 200, facilitating identification of an 
experimentally suitable subset thereof in process 300, and 
35 facilitating creation of physical and/or informational 

20 



25 



30 



WO 01/57272 PCTAJS01/00663 
substrates for, and performance of subsequent assay, of 
functional sequences in process 400. 

Information from each step can be passed directly 
to the succeeding process, or stored in permanent or 
5 interim form prior to passage to the succeeding process. 
Often, data will be stored after each, or at least a 
plurality, of such process steps. Any or all process steps 
can be automated. 

FIG. 2 further elaborates the prediction of 
10 functional sequence within genomic sequence according to 
process 200. 

Genomic sequence database 100 is first queried 20 
for genomic sequence . 

The sequence required to be returned by query 20 
15 will depend, in the first instance, upon the function to be 
identified. 

For example, genomic sequences that function to 
encode protein can be identified inter alia using gene 
prediction approaches, comparative sequence analysis 

20 approaches, or combinations of the two. In gene prediction 
analysis, sequence from one genome is input into process 
200 where at least one, preferably a plurality, of 
algorithmic methods are applied to identify putative coding 
regions. In comparative sequence analysis, by contrast, 

25 corresponding, e.g., syntenic, sequence from a plurality of 
sources, typically a plurality of species, is input into 
process 200, where at least one, possibly a plurality, of 
algorithmic methods are applied to compare the sequences 
and identify regions of least variability. 

30 The exact content of query 20 will also depend 

upon the database queried. For example, if the database 
contains both genomic and nongenomic sequence, perhaps 
derived from multiple species, and the function to be 
determined is protein coding regions in human genomic 

35 sequence, the query will accordingly require that the 
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sequence returned be genomic and derived from humans. 

Query 20 can also incorporate criteria that 
compel return of sequence that meets operative requirements 
of. the subsequent analytical method. Alternatively, or in 
addition, such operative criteria can be enforced in 
subsequent preprocess • step 24 . 

For example, if the function sought to be 
identified is protein coding, query 20 can incorporate 
criteria that return from genomic sequence database 100 
only those sequences present within contigs sufficiently 
long as to have obviated substantial fragmentation of any 
given exon among a plurality of separate sequence 
fragments . 

Such criteria can, for example, consist of a 
required minimal individual genomic sequence fragment 
length, such as 10 kb, more typically 20 kb, 30 kb, 40kb, 
and preferably 50 kb or more, as well as an optional 
further or alternative requirement that sequence from any 
given clone, such as a bacterial artificial chromosome 
( "BAC" ) , be presented in no more than a finite maximal 
number of fragments, such as no more than 20 separate 
pieces, more typically no more than 15 fragments, even more 
typically no more than about 10 - 12 fragments. 

Results using the present invention have shown 
25 that genomic sequence from bacterial artificial chromosomes 
(BACs) is sufficient for gene prediction analysis according 
to the present invention if the sequence is at least 50 kb 
in length, and if additionally the sequence from any given 
BAC is presented in fewer than 15, and preferably fewer 
30 than 10, fragments. Accordingly, query 20 can incorporate 
a requirement that data accessioned from BAC sequencing be 
in fewer than 15, preferably fewer than 10, fragments. 

An additional criterion that can be incorporated 
into the query can be the date, or range of dates, of 
35 sequence accession. Although the process has been 
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described above as if genomic sequence database 100 were 
static, it is of course understood that the genomic 
sequence databases need not be static, and indeed are 
typically updated on a frequent, even hourly, basis. Thus, 
5 as further described in Examples 1 and 2, infra, it is 
possible to query the database for newly added sequence, 
either newly added after an absolute date, or newly added 
relative to a prior analysis performed using. the methods 
and apparatus of the present invention. In this way, the 
10 process herein described can incorporate a dynamic, 
temporal component . 

One utility of such temporal limitation is to 
identify, from newly accessioned genomic sequence, the 
presence of novel genes, particularly those not previously 
15 identified by EST sequencing (or other sequencing efforts 
that are similarly based upon gene expression) . As further 
described in Example 1, such an approach has shown that 
newly accessioned human genomic sequence, when analyzed for 
sequences that function to encode protein, readily 
20 identifies genes that are novel over those in existing EST 
and other expression databases. This makes the methods of 
the present invention extremely powerful gene discovery 
tools. And as would be appreciated, such gene discovery 
can be performed using genomic sequence from species other 

25 than human. 

If query 20 incorporates multiple criteria, such 
as above -described, the multiple criteria can be performed 
as a series of separate queries or as a single query, 
depending in part upon the query language, the complexity 
30 of the query, and other considerations well known in the 
database arts. 

If query 20 returns no genomic sequence meeting 
the query criteria, the negative result can be reported by 
process 22, and process 200 (and indeed, entire process 10) 
35 ended 23, as shown. Alternatively, or. in addition to 
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report and termination of the initial inquiry, a new query 
20 can be generated that takes into account the initial 

negative result. 

When query 20 returns sequence meeting the query 
5 criteria, the returned sequence is then passed to optional 

preprocessing 24, suitable and specific for the desired 

analytical approach and the particular analytical methods 

thereof to be used in process 25. 

Preprocessing 24 can include processes suitable 
10 ' for many approaches and methods thereof, as well as 

processes specifically suited for the intended subsequent 

analysis . 

Preprocessing 24 suitable for most approaches and 
methods will include elimination of sequence irrelevant to, 
15 or that would interfere with, the subsequent analysis. 
Such sequence includes repetitive sequence, such as Alu 
repeats and LINE elements, vector sequence, artificial 
sequence, such as artificial polylinkers, and the like. 
Such removal can readily be performed by identification and 
20 subsequent masking of the undesired sequence. 

Identification can be effected by comparing the 
genomic sequence returned by query 20 with public or 
private databases containing known repetitive sequence, 
vector sequence, artificial sequence, and other art if actual 
25 sequence. Such comparison can readily be done using 

programs well known in the art, such as CROSS_MATCH, or by 
proprietary sequence comparison programs the engineering of 
which is well within the skill in the art. 

Alternatively, or in addition, undesirable, 
30 including artif actual, sequence can be identified 

algorithmically without comparison to external databases 
and thereafter removed. For example, synthetic polylinker 
sequence can be identified by an algorithm that identifies 
a significantly higher than" average density of known 
35 restriction sites. As another example, vector sequence can 
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be identified by algorithms that identify nucleotide or 
codon usage at variance with that of the bulk of the 
genomic sequence. 

Once identified, undesired sequence can be 
removed. Removal can usefully be done by masking the 
undesired sequence as, for example, by converting the 
specific nucleotide references to one that is unrecognized 
by the subsequent bioinf ormatic algorithms, such as "X". 
Alternatively, but at present less preferred, the undesired 
sequence can be excised from the returned genomic sequence, 

leaving gaps. 

Preprocessing 24 can further include selection 
from among duplicative sequences of .that one sequence of 
highest quality. Higher quality can be measured as a lower 
percentage of, fewest number of, or least densely clustered 
occurrence of ambiguous nucleotides, defined as those 
nucleotides that are identified in the genomic sequence 
using symbols indicating ambiguity. Higher quality can 
also or alternatively be valued by presence in the longest 
20 contig. 

Preprocessing 24 can, and often will, also 
include formatting of the data as specifically appropriate 
for passage to the analytical algorithms of process 25. 
Such formatting can and typically will include, inter alia, 
addition of a unique sequence identifier, either derived 
from the original accession number in genomic sequence 
database 100, or newly applied, and can further include 
additional annotation. Formatting can include conversion 
from one to another sequence listing standard, such as 
conversion to or from FASTA or the like, depending upon the 
input expected by the subsequent process . 

Preprocessing, which can be optional depending 
upon the function desired to be identified and the 
informational requirements of the methods for effecting 
35 such identification, is followed by sequence processing 25, 
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where sequences with the desired function are identified 
within the genomic sequence. 

As mentioned above, such functions can include, 
but are not limited to, encoding protein, regulating 
5 transcription, regulating message transport after 

transcription into mRNA, regulating message ^splicing after 
transcription, of regulating message degradation, and the 
like. Other functions include directing somatic 
recombination events, contributing to chromosomal stability 
10 or movement, contributing to allelic exclusion or X 
chromosome inactivation, .or the like. 

The methods of the present invention are 
particularly useful for gene discovery, that is, for 
identifying, from genomic sequence, regions that function 
15 to encode genes, and in a particularly useful embodiment, 
for identifying regions that function to encode genes not 
hitherto identified by expression-based or directed cloning 
and sequencing. In conjunction with verification using the 
novel single exon microarrays of the present invention, as 
20 further described below, the methods herein described 
become powerful gene discovery tools. 

Accordingly, in a preferred embodiment of the 
present invention, process 25 is used to identify putative 
coding regions. Two preferred approaches in process 25 for 
25 identifying sequence that encodes putative genes are gene 
prediction and comparative sequence analysis. 

Gene prediction can be performed using any of a 
number of algorithmic methods, embodied in one or more 
software programs, that identify open reading frames (ORFs) 
30 using a variety of heuristics, such as GRAIL, DICTION, and 
GENEFINDER. Comparative sequence analysis similarly can be 
performed using any of a variety of known programs that 
identify regions with lower sequence variability. 

As further described in Example 1, below, gene 
35 finding software programs yield a range of results. For 
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the newly accessioned human genomic sequence input in 
Example 1, for example, GRAIL identified the greatest 
percentage of genomic sequence as putative coding region, 
2% of the data analyzed; GENEFINDER was second, calling 1%; 
5 and DICTION yielded the least putative coding region, with 
0.8% of genomic sequence called as coding region. 

Increased reliability can be obtained when 
consensus is required among several such methods. Although 
discussed herein particularly with respect to exon calling, 
10 consensus among methods will in general increase 
reliability of predicting other functions as well. 

Thus, as indicated by query 26, sequence 
processing 25, optionally with preprocessing 24, can be 
repeated with a different method, with consensus among such 
15 iterations determined and reported in process 27. 

Process 27 compares the several outputs for a 
given input genomic sequence and identifies consensus among 
the separately reported results. The consensus itself, as 
well as the sequence meeting that consensus, is then stored 
20 in process 29a, displayed in process 29b, and/or output to 
process 3 00 for subsequent identification of a subset 
thereof suitable for assay. 

Multiple levels of consensus can be calculated 
and reported by process 27. For example, as further 
25 described in Example 1, infra, process 27 can report 

consensus as between all specific pairs of methods of gene 
prediction, as consensus among any one or more of the pairs 
of methods of gene prediction, or as among all of the gene 
prediction algorithms used. Thus, in Example 1, process 27 
30 reported that GRAIL and GENEFINDER programs agreed on 0.7% 
of genomic sequence, that GRAIL and DICTION agreed on 0.5% 
of genomic sequence, and that the three programs together 
agreed on 0.25% of the data analyzed. Put another way, 
0.25% of the genomic sequence was identified by all three 
35 of the programs as containing putative coding region. 
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Furthermore, consensus can be required among 
different approaches to identifying a chosen function. 

For example, if the function desired to be 
identified is coding of protein sequence, and a first used 
5 approach to exon calling is gene prediction, the process 
can be repeated on the same input sequence, or subset 
thereof, with another approach, such as comparative 
sequence analysis. In such a case, where comparative 
sequence analysis follows gene prediction, the comparison 
10 can be performed not only on genomic nucleic acid sequence, 
but additionally or alternatively can be performed on the 
predicted amino acid sequence translated from the ORFs 
prior identified by the gene prediction approach. 

Although shown as an iterative process, the 
15 multiple analyses required to achieve consensus can be done 
in series, in parallel, or some combination thereof. 

Predicted functional sequence, optionally 
representing a consensus among a plurality of methods and 
approaches for determination thereof, is passed to process 
20 300 for identification of a subset thereof for functional 
assay. 

In the preferred embodiment of the methods of the 
present invention, wherein the function sought to be 
identified is protein coding, process 300 is used to 

25 identify a subset thereof suitable for experimental 

verification by physical and/or bioinf ormatic approaches. 

For example, putative ORFs identified in process 
200 can be classified, or binned, bioinformatically into 
putative genes. This binning can be based inter alia upon 

30 consideration of the average number of exons/gene in the 
species chosen for analysis, upon density of exons that 
have been called on the genomic sequence, and other 
empirical rules. Thereafter, one or more among the gene- 
specific ORFs can be chosen for subsequent use in gene 

35 expression assay. 
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Where such subsequent gene expression assay uses 
amplified nucleic acid, considerations such as desired 
amplicon length, primer synthesis requirements, putative 
exon length, sequence GC content, existence of possible 
secondary structure, and the like can be used to identify 
and select those ORFs that appear most likely successfully 
to amplify. Where subsequent gene expression assay relies 
upon nucleic acid hybridization, whether or not using 
amplified product, further considerations involving 
hybridization stringency can be applied to identify that 
subset of sequences that will most readily permit sequence- 
specific discrimination at a chosen hybridization and wash 
stringency. One particular such consideration is avoidance 
of putative exons that span repetitive sequence; such 
15 sequence can hybridize spuriously to nonspecific message, 
reducing specific signal in the hybridization. 

For bioinformatic assay, there are fewer 
constraints on the sequences that can be tested 
experimentally, and in this latter case therefore process 
300 can output the entirety of the input sequence. 

The subset of sequences identified by process 300 
as suitable for use in assay is then used in process 400 to 
create the physical and/or informational substrate for 
experimental verification of the predictions made in 
process 200, and thereafter to assay those substrates. 

As mentioned, the methods of the present 
invention are particularly useful for identifying potential 
coding regions within genomic sequence. In a preferred 
embodiment of process 400, therefore, the expression of the 
sequences predicted to encode protein is verified. The 
combination of the predictive and experimental methods 
provides a powerful gene discovery engine. 

Thus, in another aspect, the present invention 
provides methods and apparatus for verifying the expression 
of putative genes identified within genomic sequence. In 
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particular, the invent ior\ provides a novel method of 
verifying gene expression in which expression of predicted 
ORFs is measured and confirmed using a novel type of 
nucleic acid microarray, the genome -derived single exon 
nucleic acid microarrays of the present invention. 

Putative ORFs as predicted by a consensus of gene 
calling, particularly gene prediction, algorithms in 
process 200, and as further identified as suitable by 
process 300, are amplified from genomic DNA using the 
polymerase chain reaction (PCR) . Although PCR is 
conveniently used, other amplification approaches can also 
be used. 

Amplification schemes can be designed to capture 
the entirety of each predicted ORF in an amplicon with 
minimal additional (that is, intronic or intergenic) 
sequence. Because ORFs predicted from human genomic 
sequence using the methods of the .present invention differ 
in length, such an approach results in amplicons of varying 
length. 

However, most predicted ORFs are shorter than 500 
bp in length, and although amplicons of at least about 100 
or 200 base pairs can be immobilized as probes on nucleic 
acid microarrays, early experimental results using the 
methods of the present invention have suggested that longer 
amplicons, at least about 400 or 500 base pairs, are more 
effective. Furthermore, certain advantages derive from 
application to the microarray of amplicons of defined size. 

Therefore, amplification schemes can 
alternatively, and preferably, be designed to amplify 
regions of defined size, preferably at least about 300, 4 00 
or 500 bp, centered about each predicted ORF. Such. an 
approach results in a population of amplicons of limited 
size diversity, but that typically contain intronic and/or 
intergenic nucleic acid in addition to putative ORF. 

Conversely, somewhat fewer than 10% of ORFs 
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predicted from human genomic sequence according to the 
methods of the present invention exceed 500 bp in length. 
Portions of such extended ORFs, preferably at least about 
300,400 or 500 bp in length, can be amplified. However, it 

5 has been discovered that the percentage success at 
amplifying pieces of such ORFs is low, and that such 
putative exons are more effectively amplified when larger 
fragments, at least about 1000 or 1500 bp, and even as 
large as 2000 bp are amplified. 

10 The putative ORFs selected in process 300 are 

thus input into one or more primer design programs, such as 
PRIMER3 (available online for use at 

http://www-genome.wi.mit.edu/cgi-bin/primer/ ), with a goal 
of amplifying at least about 500 'base pairs of genomic 
15 sequence centered within or about ORFs predicted to be no 
more than about 500 bp, or at least about 1000 - 1500 bp of 
genomic sequence for ORFs predicted to exceed 500 bp in 
length, and the primers synthesized by standard techniques. 
Primers with the requisite sequences can be purchased 
20 commercially or synthesized by standard techniques. 

Conveniently, a first predetermined sequence can 
be added commonly to the ORF-specific 5' primer and a 
second, typically different, predetermined sequence 
commonly added to each 3' ORF-unique primer. This serves 
25 to immortalize the amplicon, that is, serves to permit 

further amplification of any amplicon using a single set of 
primers complementary respectively to the common 5' and 
common 3 ! sequence elements. The presence of these 
"universal" priming sequences further facilitates later 
30 sequence verification, providing a sequence common to all 
amplicons at which to prime sequencing reactions. The 
common 5 1 and 3 1 sequences further serve to add a cloning 
site should any of the ORFs warrant further study. 

Such predetermined sequence is usefully at least 
35 about 10, 12 or 15 nt in length, and usually does not 
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exceed about 25 nt in length. The "universal" priming 
sequences used in the examples presented infra were each 16 
nt long. 

The genomic DNA to be used as substrate for 
5 amplification will come from the eukaryotic species from 
which the genomic sequence data had originally been 
obtained, or a closely related species, and can 
conveniently be prepared by well known techniques from 
somatic or germline tissue or cultured cells of the 

10 organism. See, e.g., Short Protocols in Molecular Biology 
: A Compendium of Methods from Current Protocols in 
Molecular Biology , Ausubel et al . (eds.), 4 th edition 
(April 1999) , John Wiley & Sons (ISBN; 047132938X) and 
Maniatis et al . , Molecular Cloning : A Laboratory Manual , 

15 2 nd edition (December 1989) , Cold Spring Harbor Laboratory 
Press (ISBN: 0879693096) . Many such prepared genomic DNAs 
are available commercially, with the human genomic DNAs 
additionally having certification of donor informed 
consent . 

20 Although the intronic and intergenic material 

flanking putative coding regions in the amplicons could 
potentially interfere with hybridizations during microarray 
experiments, we have found, surprisingly, that differential 
expression ratios are not significantly affected. Rather, 

25 the predominant effect of exon size is to alter the 

absolute signal intensity, rather than its ratio. Equally 
surprising, the art had suggested that single exon probes 
would not provide sufficient signal intensity for high 
stringency hybridization analyses; we find that such probes 

30 not only provide adequate signal, but have substantial 
advantages, as herein described. 

After partial purification, as by size exclusion 
spin column, with or without confirmation as to amplicon 
quality as by gel electrophoresis, each amplicon (single 

35 exon probe) is disposed in an array upon a support 

32 



WO 01/57272 PCT7US01/00663 
substrate . 

Methods for creating microarrays by deposition 
and fixation of nucleic acids onto support substrates are 
well known in the art (Reviewed by Schena et al . , see 
5 above) . 

Typically, the support substrate will be glass, 
although other materials, such as amorphous or crystalline 
silicon or plastics. Such plastics include 
polymethylacrylic , polyethylene , polypropylene , 

10 polyacrylate , polymethylmethacrylate , polyvinylchloride , 
polytetraf luoroethylene , polystyrene , polycarbonate , 
polyacetal , polysulf one , celluloseacetate , 
cellulosenitrate, nitrocellulose, or mixtures thereof, can 
also be used. Typically, the support will be rectangular, 

15 although other shapes, particularly circular disks and even 
spheres, present certain advantages. Particularly 
advantageous alternatives to glass slides as support 
substrates for array of nucleic acids are optical discs, as 
described in WO 98/12559. 

20 The amplified nucleic acids can be attached 

covalently to a surface of the support substrate or, more 
typically, applied to a derivatized surface in a chaotropic 
agent that facilitates denaturation and adherence by 
presumed noncovalent interactions, or some combination 

25 thereof . 

Robotic spotting devices useful for arraying 
nucleic acids on support substrates can be constructed 
using public domain specifications (The MGuide, version 
2.0, http://cmgm.stanford.edu/pbrown/mguide/index.html) , or 

30 can conveniently be purchased from commercial sources 

(MicroArray Genii Spotter and MicroArray Genii I Spotter, 
Molecular Dynamics, Inc., Sunnyvale, CA) . Spotting can 
also be effected by printing methods, including those using 
ink jet technology. 

35 As is well known in the art, microarrays 
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typically also contain immobilized control nucleic acids. 
For controls useful in providing measurements of background 
signal for the genome -derived single exon microarrays of 
the present invention, a plurality of E. coli genes can 
5 readily be used. As further described in Example 1, 16 or 
32 E. coli genes suffice to provide a robust measure of 
background noise in such microarrays. 

As is well known in the art, the amplified 
product disposed in arrays on a support substrate to create 

10 a nucleic acid microarray can consist entirely of natural 
nucleotides linked by phosphodiester bonds, or 
alternatively can include either nonnative nucleotides, 
alternative internucleotide linkages, or both, so long as 
complementary binding can be obtained in the hybridization. 

15 If enzymatic amplification is used to produce the 

immobilized probes, the amplifying enzyme will impose 
certain further constraints upon the types of nucleic acid 
analogs that can be generated. 

Although particularly described herein as using 

20 high density microarrays constructed on planar substrates, 
the methods of the present invention for confirming the 
expression of ORFs predicted from genomic sequence can use 
any of the known types of microarrays, as herein defined, 
including lower density planar arrays, and microarrays on 

25 nonplanar, nonunitary, distributed substrates. 

For example, gene expression can be confirmed 
using hybridization to lower density arrays, such as those 
constructed on membranes, such as nitrocellulose, nylon, 
and positively- charged derivatized nylon membranes. 

30 Further, gene expression can also be confirmed using 

nonplanar, bead-based microarrays such as are described in 
Brenner et al . , Proc. Natl. Acad. Sci. USA 97 (4) : 166501670 
(2000); U.S. Patent No. .6,057,107; and U.S. Patent No. 
5,736,330. In theory, a packed collection of such beads 

35 provides in aggregate a higher density of nucleic acid 
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probe than can be achieved with spotting or lithography 
techniques on a single planar substrate. 

Planar microarrays on solid substrates, however, 
provide certain useful advantages, including high 
5 throughput and compatibility with existing readers. For 
example, each standard microscope slide can include at 
least 1000, typically at least 2000, preferably 5000 and 
upto 10,000 - 50,000 or more nucleic acid probes of 
discrete sequence. The number of sequences deposited will 
10 depend on their required application. 

Each putative gene can be represented in the 
array by a single predicted ORF. Alternatively, genes can 
be represented by more than one predicted ORF. For 
purposes of measuring differential splicing, more than one 
15 predicted ORF will be provided for a putative gene. And as 
is well known in the art, each probe of defined sequence, 
representing a single predicted ORF, can be deposited in a 
plurality of locations on a single microarray to provide 
redundancy of signal. 
20 The .genome -derived single exon microarrays 

described above differ in several fundamental and 
advantageous ways from microarrays presently used in the 
gene expression art, including (1) those created by 
deposition of mRNA-derived nucleic acids, (2) those created 
25 by in situ synthesis of oligonucleotide probes, and (3) 
those constructed from yeast genomic DNA. 

Most nucleic acid microarrays that are in use for 
study of eukaryotic gene .expression have as immobilized 
probes nucleic acids that are derived - either directly or 
30 indirectly - from expressed message. As discussed above, 
it is common, for example, for such microarrays to be 
derived from cDNA/EST libraries, either from those 
previously described in the literature, see Lennon et al . , 
or from the de novo construction of "problem specific" 
35 libraries targeted at a particular biological question, 
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R.S. Thomas et al . , Cancer Res. (in press). Such 

microarrays are herein collectively denominated "EST 
microarrays" . 

Such EST microarrays by definition can measure 
5 expression only of those genes found in EST libraries, 
shown herein to represent only a fraction of expressed, 
genes. Furthermore, such libraries - and thus microarrays 
based thereupon - are* biased by the tissue or cell type of 
message origin, by the expression levels of the respective 
10 genes within the tissues, and by the ability of the message 
successfully to have been reverse- transcribed and cloned. 

Thus, as further discussed in Example 1, the 
methods of the present invention enable sequences that do 
not appear in EST or other expression databases to be 
determined - subsequently arrayed for expression 
measurements could not;, therefore, have been represented as 
probes on an EST microarray. And as further demonstrated 
in the examples, infra, the remaining population of genes 
identified from genomic sequence by the methods of the 
20 present invention - that -is, the one third of sequences 
that had previously been accessioned in EST or other 
expression databases - are biased toward genes with higher 
expression levels. 

Representation of a message in an EST and/or cDNA 
25 library depends upon the successful reverse transcription, 
optionally but typically with subsequent successful 
cloning, of the message. This introduces substantial bias 
into the population of probes available for arraying in EST 
microarrays . 

30 In contrast, neither reverse transcription nor 

cloning is required to produce the probes arrayed on the 
genome -derived single exon microarrays of the present 
invention. And although the ultimate deposition of a probe 
on the genome -derived single exon microarray of the present 

35 invention depends upon a successful amplification from 
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genomic material, a priori knowledge of the sequence of the 
desired amplicon affords greater opportunity to- recover any 
given probe sequence recalcitrant to amplification than is 
afforded by the requirement for successful reverse 
5 transcription and cloning of unknown message in EST 
approaches . 

Thus, the genome -derived single exon microarrays 
of the present invention present a far greater diversity of 
probes for measuring gene expression, with far less bias, 

10 than do EST microarrays presently used in the art. 

As a further consequence of their ultimate origin 
from expressed message, the probes in EST microarrays often 
contain poly-A (or complementary poly-T) stretches derived 
from the poly-A tail of mature mRNA. These homopolymeric 

15 stretches contribute to cross-hybridization, that is, to a 
spurious signal occasioned by hybridization to the 
homopolymeric tail of a labeled cDNA that lacks sequence 
homology to the gene- specif ic portion of the probe. 

In contrast, the probes arrayed in the genome- 

20 derived single exon microarrays of the present invention 
lack homopolymeric stretches derived from message 
polyadenylation, and thus can provide more specific signal. 
Typically, at least about 50, 60 or 75% of the probes on 
the genome -derived single exon microarrays of the present 

25 invention lack homopolymeric regions consisting of A or T, 
where a homopolymeric region is defined for purposes herein 
as stretches of 25 or more, typically 30 or more, identical 
nucleotides . 

A further distinction, which also affects the 

30 specificity of hybridization, is occasioned by the typical 
derivation of EST microarray probes from cloned material. 
Because much of the probe material disposed as probes on 
EST microarrays is excised or amplified from plasmid, 
phage, or phagemid vectors, EST microarrays typically 

35 include a fair amount of vector sequence, more so when the 
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probes are amplified, rather than excised, from the vector. 

In contrast, the vast majority of probes in the 
genome-derived single exon microarrays of the present 
invention contain no prokaryotic or bacteriophage vector 
sequence, having been amplified directly or indirectly from 
genomic DNA. Typically, therefore, at least about 50, 60, 
70 or 80% or more of individual exon- including probes 
disposed on a genome -derived single exon microarray of the 
present invention lack vector sequence, and particularly 
lack sequences drawn from plasmids and bacteriophage. 
Preferably, at least about 85, 90 or more than 90% of exon- 
including probes in the genome -de rived single' exon 
microarray of the present invention lack vector sequence. 
With attention to removal of vector sequences through 
preprocessing 24, percentages of vector-free exon- including 
probes can be as high as 95 - 99%. The substantial absence 
of vector sequence from the genome -derived single exon 
microarrays of the present invention results in greater 
specificity during hybridization, since spurious cross- 
hybridization to a probe vector sequence is reduced. 

As a further consequence of excision or 
amplification of probes from vectors in construction of EST 
microarrays, the probes arrayed thereon often contain 
artificial sequence, derived from vector polylinker 
25 multiple cloning sites, at both 5' and 3 • ends. The probes 
disposed upon the genome -derived single exon microarrays 
need have no such artificial sequence appended thereto. 

As mentioned above, however, the ORF-specific 
primers used to amplify putative ORFs can include 
artificial sequences, typically 5' to the ORF-specific 
primer sequence, useful for "universal" (that is, 
independent of ORF sequence) priming of subsequent 
amplification or sequencing reactions. When such 
"universal" 5' and/or 3' priming sequences are appended to 
the amplification primers, the probes disposed upon the 
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genome -derived single exon microarray will include 
artificial sequence similar to that found in EST 
microarrays. However, the genome -derived single exon 
microarray of the present invention can be made without 

5 such sequences, and if so constructed, presents an even 
smaller amount of nonspecific sequence that would 
contribute to nonspecific hybridization. 

Yet another consequence of typical use of cloned 
material as probes in EST microarrays is that such 

10 microarrays contain probes that result from cloning 

artifacts, such as chimeric molecules containing coding 
region of two separate genes . Derived from genomic 
material, typically not thereafter cloned, the probes of 
the genome -derived single exon microarrays of the present 

15 invention lack such cloning artifacts, and thus provide 
greater specificity of signal in gene expression 
measurements . 

A further consequence of the cloned origin of 
probes on many EST microarrays is that the individual 

20 probes often have disparate sizes, which can cause the 

optimal hybridization stringency to vary among probes on a 
single microarray. In contrast, as discussed above, the 
probes arrayed on the genome -derived single exon 
microarrays of the present invention can readily be 

25 designed to have a narrow distribution in sizes/ with the 
range of probe sizes no greater than about 10% of the 
average size, typically no greater than about 5% of the 
average probe size. 

Because of their origin from fully- or partially- 

30 spliced message, probes disposed upon EST arrays will often 
include multiple exons. The percentage of such exon- 
spanning probes in an EST microarray can be calculated, on 
average, based upon the predicted number of exons /gene for 
the given species and the average length of the immobilized 

35 probes. For human genes, the near-complete sequence of 
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human chromosome 22, Dunham et al . , Nature 402 (6761) -.489-95 
(1999), predicts that human genes average 5.5 exons/gene. 
Even with probes of 200 - 500 bp, the vast majority of 
human EST microarray probes include more than one exon. 

In contrast, by virtue of their origin from 
algorithmically identified ORFs in genomic sequence, the 
probes in the genome -derived single exon microarrays of the 
present invention can consist of individual exons. Thus, 
in contrast to EST microarrays, at least about 50, 60, 70, 
75, 80, 85, 95 or 99% of probes deposited in the genome- 
derived microarray of the present invention consist of, or 
include, no more than one predicted ORF. 

This provides the ability, not readily achieved 
using EST microarrays, to use the genome -derived single 
exon microarrays of the present invention to measure 
tissue-specific expression of individual exons, which in 
turn allows differential splicing events to be detected and 
characterized, and in particular, allows the correlation of 
differential splicing to tissue-specific expression 
20 patterns . 

Furthermore, the exons that are represented in 
EST microarrays are often biased toward the 3' or 5' end of 
their respective genes, since sequencing strategies used 
for EST identification are so biased. In contrast, no such 
3' or 5' bias necessarily inheres in the selection of exons 
for disposition on the genome -derived single exon 
microarrays of the present invention. 

Conversely, the probes provided on the genome- 
derived single exon microarrays of the present invention 
typically, but need not necessarily, include intronic 
and/or intergenic sequence that is absent from EST 
microarrays, which are derived from mature mRNA. 
Typically, at least about 50, 60, 70, 80 or 90% of the 
exon- including probes on the genome -derived single exon 
microarrays of the present invention include sequence drawn 
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from noncoding regions. As discussed above, the additional 
presence of noncoding region does not significantly 
interfere with measurement of gene expression, and provides 
the additional opportunity to assay prespliced RNA, and 
5 thus measure such phenomena such as nuclear export control . 

The genome -derived single exon microarrays of the 
present invention are also quite different from in situ 
synthesis microarrays, where probe size is severely 
constrained by inadequacies in the photolithographic 

10 synthesis process. 

Typically, probes arrayed on in situ synthesis 
microarrays are limited to a maximum of about 25 bp. As a 
well known consequence, hybridization to such chips must be 
performed at low stringency. In order, therefore, to 

15 achieve unambiguous sequence-specific hybridization 
results, the in situ synthesis microarray requires 
substantial redundancy, with concomitant programmed 
arraying for each probe of probe analogues with altered 
(i.e., mismatched) sequence. 

20 In contrast, the longer probe length of the 

genome -derived single exon microarrays of the present 
invention allows much higher stringency hybridization and 
wash. Typically, therefore, exon- including probes on the 
genome -derived single exon microarrays of the present 

25 invention average at least about 100, 200, 300, 400 or 
500 bp in length. By obviating the need for substantial 
probe redundancy, this approach permits a higher density of 
probes for discrete exons or genes to be arrayed on the 
microarrays of the present invention than can be achieved 

30 for in situ synthesis microarrays. 

A further distinction is that the probes in in 
situ synthesis microarrays typically are covalently linked 
to the substrate surface. In contrast, the probes disposed 
on the genome -derived microarray of the present invention 

35 typically are, but need not necessarily be, bound 
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noncovalently to the substrate. • 

Furthermore, the short probe size on in situ 

microarrays causes large percentage differences in the 

melting temperature of probes hybridized to their 
5 complementary target sequence, and thus causes large 

percentage differences in the theoretically optimum 

stringency across the array as a whole. 

In contrast, the larger probe size in the 

microarrays of the present invention create lower 
10 percentage differences in melting temperature across the 

range of arrayed probes . • 

A- further significant advantage of the 

microarrays of the present invention over in situ 

synthesized arrays is that the quality of each individual 
15 probe can be confirmed before deposition. In contrast, the 

quality of probes cannot be assessed on a probe -by-probe 

basis for the in situ synthesized microarrays presently 

being used. 

The genome -derived single exon microarrays of the 
20 present invention are also distinguished over, and present 
substantial benefits over, the genome -derived microarrays 
from lower eukaryotes such as yeast . Lashkari et al . , 
Proc. Natl. Acad. Sci. USA 94:13057-13062 (1997). 

Only about 220 - 250 of the 6100 or so nuclear 
25 genes in Saccharomyces cerevisiae - that is, only about 4 
- 5% - have standard, spliceosomal, introns, Lopez et al . , 
Nucl. Acids Res. 28:85-86 (2000); Spingola et al., RNA 
5(2):221-34 (1999). Furthermore, the entire yeast genome 
has already been sequenced. These two facts permit the 
30 ready amplification and disposition of single-ORF amplicons 
on such microarray without the requirement for antecedent 
use of gene prediction and/or comparative sequence 
analyses . 

Thus, a significant aspect of the present 
35 invention is the ability to identify and to confirm 
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expression of predicted coding regions in genomic sequence 
drawn from eukaryotic organisms that have a higher 
percentage of genes having introns than do yeast such as 
Saccharomyces cerevisiae, particularly in genomic sequence 

5 drawn from eukaryotes in which at least about 10, 20 or 50% 
of protein-encoding genes have introns. In preferred 
embodiments, the methods and apparatus of the present 
invention are used to identify and confirm expression of 
novel genes from genomic sequence of eukaryotes in which 

10 the average number of introns per gene is at least about 
one, two or three or more. 

After the physical substrate is prepared, 
experimental verification of predicted function is 
performed. 

15 in a preferred embodiment of the present 

invention, where the function sought to be identified in 
genomic sequence is protein coding, experimental 
verification is performed by measuring expression of the 
putative ORFs, typically through nucleic acid hybridization 

20 experiments, and in particularly preferred embodiments, 
through hybridization to genome -derived single exon 
microarrays prepared as above- described. 

Expression is conveniently measured and expressed 
for each probe in the microarray as a ratio of the 

25 expression measured concurrently in a plurality of mRNA 
sources, according to techniques well known in the 
microarray art, Reviewed in Schena et al . , and as further 
described in Example 2, below. The mRNA source for the 
reference against which specific expression is measured can 

30 be drawn from a homogeneous mRNA source, such as a single 
cultured cell-type, or alternatively can be heterogeneous, 
as from a pool of mRNA derived from multiple tissues and/or 
cell types, as further described in Example 2, infra. 

mRNA can be prepared by standard techniques, see 
35 Ausubel et al. and Maniatis et al., or purchased 
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commercially. The mRNA is then typically reverse- 
transcribed in the presence of labeled nucleotides: the 
index source (that in which expression is desired to be 
measured) is reverse transcribed in the presence of 
5 nucleotides labeled with a first label, typically a 

fluorophore (f luorochrome; fluor; fluorescent dye) ; the 
reference source is reverse transcribed in the presence of 
a second label, typically a fluorophore, typically 
fluorometrically-distinguishable from the first label. As 
10 further described in Example 2, infra, Cy3 and Cy5 dyes 
prove particularly useful in these methods. After partial 
purification of the index and reference targets, 
hybridization to the probe array is conducted according to 
standard techniques, typically under a coverslip. 
15 After wash, microarrays are conveniently scanned 

using a commercial microarray scanning device, such as a 
Gen3 Scanner (Molecular Dynamics, Sunnyvale, CA) . Data on 
expression is then passed, with or without interim storage, 
to process 500, where the results for each probe are 
20 related to the original sequence. 

Often, hybridization of target material to the 
genome -derived single exon microarray will identify certain 
of the probes thereon as of particular interest. Thus, it 
is often desirable that the user be able readily to obtain 
25 sufficient quantities of an individual probe, either for 
subsequent arrayed deposition upon an additional support 
substrate, often as part of a microarray having a plurality 
of probes so identified, or alternatively or additionally 
as a solitary solid-phase or solution-phase probe, for 

30 further use. 

Thus, in another aspect, the present invention 
provides compositions and kits for the ready production of 
nucleic acids identical in sequence to, or substantially 
identical in sequence to,- probes on the genome -derived 
35 single exon microarrays of the present invention. 
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In this aspect, a small quantity of each probe is 
disposed, typically without attachment to substrate, in a 
spatially-addressable ordered set, typically one per well 
of a microtiter dish. Although a 96 well microtiter plate 
can be used, greater efficiency is obtained using higher 
density arrays, such as are provided by microtiter plates 
having 384, 864, 1536, 3456, 6144, or 9600 wells, and 
although microtiter plates having physical depressions 
(wells) are conveniently used, any device that permits 
addressable withdrawal of reagent from fluidly- 
noncommunicating areas can be used. 

In this aspect of the invention, therefore, a 
fluidly noncommunicating addressable ordered set of 
individual probes, corresponding to those on a genome- 
derived single exon microarray, is provided, with each 
probe in sufficient quantity to permit amplification, such 
as by PCR. As earlier mentioned, the ORF-specific 
5' primers used for genomic amplification can have a first 
common sequence added thereto, and the ORF-specific 3' 
primers used for genomic amplification can have a second, 
different, common sequence added thereto, thus permitting, 
in this preferred embodiment, the use of a single set of 5' 
and 3- primers to amplify any one of the probes from the 
amplifiable ordered set. 
25 Each discrete amplifiable probe can also be 

packaged with amplification primers, solutes, buffers, 
etc., and can be provided in dry (e.g., lyophilized) form 
or wet, in the latter case typically with addition of 
agents that retard evaporation. 

In another aspect of the present invention, a 
genome -derived single-exon microarray is packaged together 
with such an ordered set of amplifiable probes 
corresponding to the probes, or one or more subsets of 
probes, thereon. In alternative embodiments, the ordered 
set of amplifiable probes is packaged separately from the 
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genome -derived single exon microarray. 

In some embodiments, the microarray and/or 
ordered probe set are further packaged with recordable 
media that provide probe identification and addressing 
5 information, and that can additionally contain annotation 
information, such as gene expression data. Such recordable 
media can be packaged with the microarray, with the ordered 
probe set, or with both. 

If the microarray is constructed on a substrate 
10- that incorporates recordable media, such as is described in 
international patent application no. WO 98/12559, then 
separate packaging of the genome -derived single exon 
microarray and the bioinf ormatic information is not 
required. 

15 The amount of amplifiable probe material should 

be sufficient to permit at least one amplification 
sufficient for subsequent hybridization assay. 

Although the use of high density genome-derived 
microarrays on solid planar substrates is presently a 

20 preferred approach for the physical confirmation and 

characterization of the expression of sequences predicted 
to encode protein, other types of microarrays (as herein 
defined) can also be used. 

Furthermore, as earlier mentioned, experimental 

25 verification of the function predicted from genomic • 

sequence in process 200 can be bioinf ormatic, rather than, 
or additional to, physical verification. 

For example, where the function desired to be 
identified is protein coding, the predicted ORFs can be 

30 compared bioinf ormatically to sequences known or suspected 
of being expressed. 

Thus, the sequences output from process 300 (or 
process 200) , can be used to query expression databases, 
such as EST databases, SNP ("single nucleotide 

35 polymorphism") databases, known cDNA and mRNA sequences, 
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SAGE ("serial analysis of gene expression") databases, and 

more generalized sequence databases that allow query for 

expressed sequences. Such query can be done by any 

sequence query algorithm, such as BLAST ("basic local 

5 alignment search tool") . The results of such query - 

including information on identical sequences and 

information on nonidentical sequences that have diffuse or 

focal regions of sequence homology to the query sequence — 

can then be passed directly to process 500, or used to 

10 inform analyses subsequently undertaken in process 200, 
process 300, or process 400. 

Experimental data, whether obtained by physical 
or bioinf ormatic assay in process 400, is passed to process 
500 where it is usefully related to the sequence data 

15 itself, a process colloquially termed "annotation". Such 
annotation can be done using any technique that usefully 
relates the functional information to the sequence, as, for 
example, by incorporating the functional data into the 
record itself, by linking records in a hierarchical or 

20 relational database, by linking to external databases, or 
by a combination thereof. Such database techniques are 
well within the skill in the art. 

The annotated sequence data can be stored 
locally, uploaded to genomic sequence database 100, and/or 

25 displayed 800. 

The methods and apparatus of the present 
invention rapidly produce functional information from 
genomic sequence. Coupled with the' escalating pace at 
which sequence now accumulates, the rapid pace of sequence 

30 annotation produces a need for methods of displaying the 
information in meaningful ways . 

FIG. 3 shows visual display 80 presenting a 
single genomic sequence annotated according to the present 
invention. Because of its nominal resemblance to artistic 

35 works of Piet Mondrian, visual display 80 is alternatively 
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described herein as a "Mondrian" . 

Each of the visual elements of display 80 is 
aligned with respect to the genomic sequence being 
annotated (hereinafter, the "annotated sequence"). Given 

5 the number of nucleotides typically represented in an 
annotated sequence, representation of individual 
nucleotides would rarely be readable in hard copy output of 
display 80. Typically, therefore, the annotated sequence 
is schematized as rectangle 89, extending from the left 

10 border of display 80 to its right border. By convention 
herein, the left border of rectangle 89 represents the 
first nucleotide of the sequence and the right border of 
rectangle 89 represents the last nucleotide of the 
sequence . 

15 as further discussed below, however, the Mondrian 

visual display of annotated sequence can serve as a 
convenient graphical user interface for computerized 
representation, analysis, and query of information stored 
electronically. For such use, the individual nucleotides 

20 can conveniently be linked to the X axis coordinate of 

rectangle 89. This permits the annotated sequence at any 
point within rectangle 89 readily to be viewed, either 
automatically - for example, by time-delayed appearance of 
a small overlaid window upon movement of a cursor or other 

25 pointer over rectangle 89 - or through user intervention, 
as by clicking a mouse or other pointing device at a point 

in rectangle 89. 

Visual display 80 is generated after user 
specification of the genomic sequence to be displayed. 

30 Such specification can consist of or include an accession 
number for a single clone (e.g., a single BAC accessioned 
into GenBank) , wherein the starting and stopping 
nucleotides are thus absolutely identified, or 
alternatively can consist of or include an anchor or 

35 fulcrum point about which a chosen range of sequence is 
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anchored, thus providing relative endpoints for the 
sequence to be displayed. For example, the user can anchor 
such a range .about a given chromosomal map location, gene 
name, or even a sequence returned by query for similarity 

5 or identity to an input query sequence. When visual 
display 8 0 is used as a graphical user interface to 
computerized data, additional control over the first and 
last displayed nucleotide will typically be dynamically 
selectable, as by use of standard zooming and/or selection 

10 tools. 

Field 81 of visual display 80 is used to present 
the output from process 200, that is, to present the 
bioinformatic prediction of those sequences having the 
desired function within the genomic sequence. Functional 
15 sequences are typically indicated by at least one rectangle 
83 (83a, 83b, 83c), the left and right borders of which 
respectively indicate, by their X-axis coordinates, the 
starting and ending nucleotides of the region predicted to 
have function. 

20 Where a single bioinformatic method or approach 

identifies a plurality of regions having the desired 
function, a plurality of rectangles 83 is disposed 
horizontally in field 81. Where multiple methods and/or 
approaches are used to identify function, each such method 

25 and/or approach can be represented by its own series of 

horizontally disposed rectangles 83, each such horizontally 
disposed series of rectangles offset vertically from those 
representing the results of the other methods and 
approaches. 

30 Thus, rectangles 83a in FIG. 3 represent the 

functional predictions of a first method of a first 
approach for predicting function, rectangles 83b represent 
the functional predictions of a second method and/or second 
approach for predicting that function, and rectangles 83c 

35 represent the predictions of a third method and/or 
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approach . 

Where the function desired to be identified is 
protein coding, field 81 is used to present the 
bioinformatic prediction of sequences encoding protein. 
5 For example, rectangles 83a can represent the results from 
GRAIL or GRAIL II, rectangles 83b can represent the results 
from GENEFINDER, and rectangles 83c can represent the 
results from DICTION. 

Optionally, and preferably, rectangles 83 
10 collectively representing predictions of a single method 
and/or approach are identically colored and/or textured, 
and are distinguishable from the color and/or texture used 
for a different method and/or approach. 

Alternatively, or in addition, the color, hue, 
15 density, or texture of rectangles 83 can be used further to 
report a measure of the bioinformatic reliability of the 
prediction. For example, many gene prediction programs 
will report a measure of the reliability of prediction. 
Thus, increasing degrees of such reliability can be 
20 indicated, e.g., by increasing density of shading. Where 
display 80 is used as a graphical user interface, such 
measures of reliability, and indeed all other results 
output by the program, can additionally or alternatively be 
made accessible through linkage from individual rectangles 
25 83, as by time-delayed window ("tool tip" window), or by 
pointer (e.g., mouse) -activated link. 

As earlier described, increased predictive 
reliability can be achieved by requiring consensus among 
methods and/or approaches to determining function. Thus, 
30 field 81 can include a horizontal series of rectangles 83 
that indicate one or more degrees of consensus in 
predictions of function. 

Although FIG. 3 shows three series of 
horizontally disposed rectangles in field 81, display 80 
35 can include as few as one such series of rectangles and as 
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many as can discriminably be displayed, depending upon the 
number of methods and/or approaches used to predict a given 
function . 

Furthermore, field 81 can be used to show 

5 predictions of a plurality of different functions. 

However, the increased visual complexity occasioned, by such 
display makes more useful the ability of the user to select 
a single function for display. When display 80 is used as 
a graphical user interface for computer query and analysis, 

10 such function can usefully be indicated and user- 
selectable, as by a series of graphical buttons or tabs 
(not shown in FIG. 3) . 

Rectangle 89 is shown in FIG. 3 as including 
interposed rectangle 84 . Rectangle 84 represents the 

15 portion of annotated sequence for which predicted 

functional information has been assayed physically, with 
the starting and ending nucleotides of the assayed material 
indicated by the X axis coordinates of the left and right 
borders of rectangle 84. Rectangle 85, with optional 

20 inclusive circles 86 (86a, 86b, and 86c) displays the 
results of such physical assay. 

Although a single rectangle 84 is shown in FIG. 
3, physical assay is not limited to just one region of 
annotated genomic sequence. It is expected that an 

25 increasing percentage of regions predicted to have function 
by process 200 will be assayed physically, and that display 
80 will accordingly, for any given genomic sequence, have 
an increasing number of rectangles 84 and 85, representing 
an increased density of sequence annotation. 

30 Where the function desired to be identified is 

protein coding, rectangle 84 identifies the sequence of the 
probe used to measure expression. In embodiments of the 
present invention where expression is measured using 
genome -derived single exon microarrays, rectangle 84 

35 identifies the sequence included within the probe 
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immobilized on the support surface of the microarray. As 
noted supra, such probe will often include a small amount 
of additional, synthetic, material incorporated during 
amplification and designed to permit reamplif ication of the 
probe, which sequence is typically not shown in display 80. 

Rectangle 87 is used to present the results. of 
bioinformatic assay of the genomic sequence. For example, 
where the function desired to be identified is protein 
coding, process 400 can include bioinformatic query of 
expression databases with the sequences predicted in 
process 200 to encode exons. And as earlier discussed, 
because bioinformatic assay presents fewer constraints than 
does physical assay, often the entire output of process 200 
can be used for such assay, without further subset t ing - 
thereof by process 300. Therefore, rectangle 87 typically 
need not have separate indicators therein of regions 
submitted for bioinformatic assay; that is, rectangle 87 
typically need not have regions therein analogous to 
rectangles 84 within rectangle 89. 

Rectangle 87 as shown in FIG. 3 includes smaller 
rectangles 880 and 88. Rectangles 880 indicate regions 
that returned a positive result in the bioinformatic assay, 
with rectangles 88 representing regions that did not return 
such positive results. Where the function desired to be 
predicted and displayed is protein coding, rectangles 880 
indicate regions of the predicted exons that identify 
sequence with significant similarity in expression 
databases, such as EST, SNP, SAGE databases, with 
rectangles 88 indicating genes novel over those identified 
30 in existing expression data bases. 

Rectangles 880 can further indicate, through 
• color, shading, texture, or the like, additional 
information obtained from bioinformatic assay. 

For example, where the function assayed and 
35 displayed is protein coding, the degree of shading of 
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rectangles 880 can be used to represent the degree of 
sequence similarity found upon query of expression 
databases. The number of levels of discrimination can be 
as few as two (identity, and similarity, where similarity 

5 has a user-selectable lower threshold) . Alternatively, as 
many different levels of discrimination can be indicated as 
can visually be discriminated. 

Where display 80 is used as a graphical user ■ 
interface, rectangles 880 can additionally provide links 

10 directly to the sequences identified by the query of 

expression databases, and/or statistical summaries thereof. 
As with each of the precedingly-discussed uses of display 
80 as a graphical user interface, it should be understood 
that the information accessed via display 80 need not be 

15 resident on the computer presenting such display, which 
often will be serving as a client, with the linked 
information resident on one or more remotely located 
servers . 

Rectangle 85 displays the results of physical 
20 assay of the sequence delimited by its left and right 
borders . 

Rectangle 85 can consist of a single rectangle, 
thus indicating a single assay, or alternatively, and 
increasingly typically, will consist of a series of 
25 rectangles (85a, 85b, 85c) indicating separate physical 
assays of the same sequence. 

Where the function assayed is gene expression, 
' and where gene* expression is assayed as herein described 
using simultaneous two-color fluorescent detection of 
30 hybridization to genome -derived single exon microarrays, 
individual rectangles 85 can be colored to indicate the 
degree of expression relative to control. Conveniently, 
shades of green can be used to depict expression in the 
sample over control values, and shades of red used to 
35 depict expression less than control, corresponding to the 
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spectra of the Cy3 and Cy5 dyes conventionally used for 
respective labeling thereof. "Additional functional 
information can be provided in the form of circles 86 (86a, 
86b, 86c) , where the diameter of the circle can be used to 
5 indicate expression intensity. As discussed infra, such 
relative expression (expression ratios) and absolute 
expression (signal intensity) can be expressed using 
normalized values. 

Where display 8.0 is used as a graphical user 
10 interface, rectangle 85 can be used as a link to further 
information about the assay. For example, where the assay 
is one for gene expression, each rectangle 85 can be used 
to link to information about the source of the hybridized 
mRNA, the identity of the control, raw or processed data 
15 from the microarray scan, or the like. 

FIG. 4 is rendition of display 80 representing 
gene prediction and gene expression for a hypothetical BAC, 
showing conventions used in the Examples presented infra. 
BAC sequence ("Chip seq. n ) 89 is presented, with the 
20 physically assayed region thereof (corresponding to 

rectangle 84 in FIG. 3) shown in white. Algorithmic gene 
predictions are shown in field 81, with predictions by 
GRAIL shown, predictions by GENEFINDER, and predictions by 
DICTION shown. Within rectangle 87, regions of sequence 
25 that, when used to query expression databases, return 
identical or similar sequences ("EST hit") are shown as 
white rectangles (corresponding to rectangles 8 80 in FIG. 
3) , gray indicates low homology, and black indicates 
unknowns (where black and gray would correspond to 
30 rectangles 88 in FIG. 3) . 

Although FIGS. 3 and 4 show a single stretch of 
sequence, uninterrupted from left to right, longer 
sequences are usefully represented by vertical stacking of 
such individual Mondrians, as shown in FIGS. 9 and 10. 

35 
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Single Exon Probes Useful For Measuring Gene Expression 



The methods and apparatus of the present 
invention rapidly produce functional information from 
5 genomic sequence. Where the function to be identified is 
protein coding, the methods and apparatus of the present 
invention rapidly identify and confirm the expression of 
portions of genomic sequence that function to encode 
protein. As a direct result, the methods and apparatus of 

10 the present invention rapidly yield large numbers of 
single-exon nucleic acid probes, the majority from 
previously unknown genes, each of which is useful for 
measuring and/or surveying expression of a specific gene in 
one or more tissues or cell types. 

15 It is, therefore, another aspect of the present 

invention to provide genome -derived single exon nucleic 
acid probes useful for gene expression analysis, and 
particularly for gene expression analysis by microarray. 

Using the methods and genome -derived single-exon 

20 microarrays of the present invention, we have for example 
readily identified a large number of unique ORFs from human 
genomic sequence. Using single exon probes that encompass 
these ORFs, we have demonstrated, through microarray 
hybridization analysis, the expression of 13,232 of these 

25 ORFs in placenta. 

As would immediately be appreciated by one of 
skill in the art, each single exon probe having 
demonstrable expression in placenta is currently available 
for use in measuring the level of its ORF's expression in 

30 placenta. 

Given the substantial impact on human morbidity 
and mortality of diseases directly caused by genetic 
defect, and given the profound influence of genetic factors 
on the predisposition, onset, and/or aggressiveness of 
35 most, if not all human diseases, there has long been 
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interest in efficient and safe means for early detection of 
gene defects and polymorphisms that cause, are associated 
with, or are implicated in development of disease. 

Classically, such antenatal diagnosis was 
5 effected during second trimester by metaphase karyotyping 
of fetal cells that had shed spontaneously into amniotic 
fluid. 

More recently, techniques have been developed 
that permit direct sampling of placenta earlier in 
10 pregnancy. 

One technique in current clinical practice is 
chorionic villus sampling, which can be used to detect gene 
defects or polymorphisms in cells from the developing 
fetus, usually between 10 and 12 weeks of pregnancy. In 

15 chorionic villus sampling, a small sample of chorionic 

villi, which are tiny projections that make up part of the 
placenta, a fetal -derived tissue, is removed through the 
mother's cervix or the abdominal wall. Placental 
chromosomal DNA is then isolated from the chorionic villus 

20 cells and analyzed to detect a small number of known 

genetic defects. Such defects range from gross karyotypic 
changes, such as triploidy, to discrete point mutations 
known to cause diseases having significant morbidity or 
mortality. 

25 Although only a few diseases are at present 

diagnosed by antenatal analysis of human placenta, a far 
higher number of human diseases and disorders have been 
catalogued in which dysfunction or misregulation of one or 
more genes contributes to the disease phenotype. At one 

30 end of the spectrum of genetic diseases are those, such as 
sickle cell trait, in which a single point mutation is 
responsible for the disease phenotype. At the other end of 
the spectrum lie disorders such as Down syndrome wherein 
the presence of a supernumerary chromosome manifests itself 

35 in variety of phenotypic defects that vary in severity 
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among affected individuals. For most, possibly all genetic 
diseases, the precise phenotypic manifestation and its 
severity is a function of a complex interaction between the 
definable genetic lesion and the action of many other genes 
5 and environmental factors. 

Although the incidence of many genetic diseases 
is low, a sufficient number of such genetic diseases affect 
a sufficiently large population that they impact the 
national health economy. For example, cystic fibrosis, 

10 caused by mutations in a gene encoding a chloride ion 

channel and resulting in lung and other disorders, occurs 
at a rate of about 1 in 3 000 births among Caucasians and 
costs over $1 billion annually for direct medical treatment 
in the U.S. alone. Furthermore, it is increasingly thought 

15 that for many diseases where no clear-cut genetic lesion 
appears responsible, possession by individuals of 
particular gene alleles naturally occurring within certain 
populations places such individuals at increased risk for 
developing those diseases. Examples include heart disease, 

20 neurogenerative disorders, diabetes, cancer and autoimmune 
disorders. For yet other diseases, especially cancer, the 
etiology is truly polygenic in that defects in multiple 
genes must cooincide in the same individual or even the 
same cell for the disease to develop and/or progress. 

25 A large number of human genetic diseases and 

disorders are known, as are the gene or genes implicated in 
the etiology of the disease. Although in some cases single 
gene defects are known to be responsible for the etiology 
of a genetic disease, it is believed that for most or all 

30 such diseases, penetrance of the disease is affected by 
interaction with other genes. For other diseases or 
disorders, is believed that their mechanism is explained by 
the interaction of multiple genes, or by mutations or other 
defects in multiple genes. Such diseases and disorders may 

35 be detected in placenta. 
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The human genome -derived single exon nucleic acid 
probes and microarrays of the present invention are useful 
for antenatal diagnosis of human genetic disorders. With 
each of the single exon probes described herein shown to be 
5 expressed at detectable levels in human placenta, and with 
about 2/3 of the probes identifying novel genes, the single 
exon microarrays of the present invention provide 
exceptionally high informational content for such studies. 

For example, antenatal diagnosis can be based 

10 upon the quantitative relatedness of a placental gene 
expression profile to one or more reference expression 
profiles known to be characteristic of a given, disease, or 
to specific grades or stages thereof-^ : 

In one embodiment, the gene expression- prof ile is 

15 generated by hybridizing nucleic acids obtained directly or 
indirectly from placenta, typically through chorionic 
villus sampling, to the genome -derived single exon 
microarray of the present invention. Reference profiles 
are obtained similarly by hybridizing nucleic acids from 

20 individuals with known disease. 

Methods for quantitatively relating gene expression 
profiles, without regard to the function of the protein 
encoded by the gene, are disclosed in WO 99/58720, 
incorporated herein by reference in its entirety. 

25 In another approach, the genome -derived single 

exon probes and microarrays of the present invention can be 
used to interrogate genomic DNA, rather than pools of 
expressed message; this latter approach permits presence 
and/or predisposition to disease to be assessed through the 

30 massively parallel determination of altered copy number, 
deletion, or mutation of exons known to be expressed in 
human placenta. The algorithms set forth in WO 99/58720 
can be applied to such genomic profiles without regard to 
the function of the protein encoded by the interrogated 

35 gene . 
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The utility is specific to the probe; at 
sufficiently high hybridization stringency, which 
stringencies are well known in the art — see Ausubel et al. 
and Maniatis et al. - each probe reports the level of 
5 expression of message specifically containing that ORF . 

It should be appreciated, however, that the 
probes of the present invention, for which expression in 
the placenta has been demonstrated are useful for both 
measurement in the placenta and for survey of expression in 
10 other tissues. 

Significant among such advantages is the presence 
of probes for novel genes . 

As mentioned above and further detailed in 
Examples 1 and 2, the methods described enable ORFs which 
15 are not present in existing expression databases to be 

identified. And the fewer the number of tissues in which 
the ORF can be shown to be expressed, the more likely the 
ORF will prove to be part of a novel gene: as further 
discussed in Example 2, ORFs whose expression was 
20 measurable in only a single of the tested tissues were 

represented in existing expression databases at a rate of 
only 11%, whereas 36% of ORFs whose expression was 
measurable in 9 tissues were present in existing expression 
databases, and fully 45% of those ORFs expressed in all ten 
25 tested tissues were present in existing expressed sequence 
databases . 

Either as tools for measuring gene expression or 
tools for surveying gene expression, the genome -derived 
single exon probes of the present invention have 
30 significant advantages over the cDNA or EST-based probes 
that are currently available for achieving these utilities. 

The genome -derived single exon probes of the 
present invention are useful in constructing genome-derived 
single exon microarrays ; the genome -derived single exon 
35 microarrays, in turn, are useful devices for measuring and 
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for surveying gene expression in the human. 

Gene expression analysis using microarrays - 
conventionally using microarrays having probes derived from 
expressed message - is well-established as useful in the 
5 biological research arts (see Lockhart et al . Nature 4 05, 
827-836) . 

Microarrays have been used to determine gene 
expression profiles in cells in response to drug treatment 
(see, for example, Kaminski et al . , "Global Analysis of 
10 Gene Expression in Pulmonary Fibrosis Reveals Distinct 

Programs Regulating Lung Inflammation and Fibrosis," Proc. 
Natl. Acad. Sci. USA 97 (4) : 1778-83 (2000); Bartosiewicz et 
al., "Development of a Toxicological Gene Array and 
Quantitative Assessment of This Technology," Arch. Biochem. 

15 Biophys. 376 (1) :66-73 (2000)), viral infection (see for 

example, Geiss et al . , "Large-scale Monitoring of Host Cell 
Gene Expression During HIV-1 Infection Using cDNA 
Microarrays," Virology 266 (1) : 8-16 (2000)) and during cell 
processes such as differentiation, senescence and apoptosis 

20 (see, for example, Shelton et al . , "Microarray Analysis of 
Replicative Senescence," Curr. Biol. 9(17):939-45 (1999); 
Voehringer et al., "Gene Microarray Identification of Redox 
and Mitochondrial Elements That Control Resistance or 
Sensitivity ? to Apoptosis, » Proc. Natl. Acad. Sci. USA 

25 97(6):2680-5 (2000)). 

Microarrays have also been used to determine 
abnormal gene expression in diseased tissues (see, for 
example, Alon et al., "Broad Patterns of Gene Expression 
Revealed by Clustering Analysis of Tumor and Normal Colon 

30 Tissues Probed by Oligonucleotide Arrays," Proc. Natl. 

Acad. Sci. USA 96 (12) : 6745-50 (1999); Perou et al . , 

"Distinctive Gene Expression Patterns in Human Mammary 

Epithelial Cells and Breast Cancers, Proc. Natl. Acad. Sci. 

USA 96(16) :9212-7 (1999); Wang et al . , "Identification of 

35 Genes Differentially Over-expressed in Lung Squamous Cell 
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Carcinoma Using Combination of cDNA Subtraction and 
Microarray Analysis, " Oncogene 19 (12) : 1519-28 (2000); 
Whitney et al . , "Analysis of Gene Expression in Multiple 
Sclerosis Lesions Using cDNA Microarrays, " Ann. Neurol. 
5 46(3):425-8 (1999)), in drug discovery screens (see, for 
example, Scherf et al., "A Gene Expression Database for the 
Molecular Pharmacology of Cancer," Nat. Genet. 24(3):236-44 
(2000)) and in diagnosis to determine appropriate treatment 
strategies (see, for example, Sgroi et al. , "In vivo Gene 
10 Expression Profile Analysis of Human Breast Cancer 
Progression," Cancer Res . 59 (22) : 5656-61 (1999)). 

In microarray-based gene expression screens of 
pharmacological" drug candidates upon cells, each probe 
provides specific useful data. In particular, it should be 
15 appreciated that even those probes that show no change in 
expression are as informative as those that do change, 
serving, in essence, as negative controls. 

For example, where gene expression analysis is 
used to assess toxicity of chemical agents on cells, the 
20 failure of the agent to change a gene's expression level is 
evidence that the drug likely does not affect the pathway 
of which the gene's expressed protein is a part. 
Analogously, where gene expression analysis is used to 
assess side effects of pharmacological agents — whether in 
25 lead compound discovery or in subsequent screening of lead 
compound derivatives - the inability of the agent to alter 
a gene's expression level is evidence that the drug does 
not affect the pathway of which the gene's expressed 
protein is a part. 
30 WO 99/58720 provides methods for quantifying the 

relatedness of a first and second gene expression profile 
and for ordering the relatedness of a plurality of gene 
expression profiles. The methods so described permit 
useful information to be extracted from a greater 
35 percentage of the individual gene expression measurements 
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from a microarray than methods previously used in the art . 

Other uses of microarrays are described in 
Gerhold et al . , Trends Biochem. Sci . 24 (5) : 168-173 (1999) 
and Zweiger, Trends Biotechnol . 17 (11) : 429-436 (1999); 
Schena et al . 

The invention particularly provides genome- 
derived single-exon probes known to be expressed in 
placenta. The individual single exon probes can be 

provided in the form of substantially isolated and purified 
nucleic acid, typically, but not necessarily, in a quantity 
sufficient to perform a hybridization reaction. 

Such nucleic acid can be in any form directly 
hybridizable to the message that contains the probe's ORF, 
such as double stranded DNA, single -stranded DNA 
complementary to the message, single-stranded RNA 
complementary to the message, or chimeric DNA/ RNA molecules 
so hybridizable. The nucleic acid can alternatively or 
additionally include either nonnative nucleotides, 
alternative internucleotide linkages, or both, so long as 
complementary binding can be obtained. For example, probes 
can include phosphorothioates, methylphosphonates , 
morpholino analogs, and peptide nucleic acids (PNA) , as are 
described, for example, in U.S. Patent Nos . 5,142,047; 
5,235,033; 5,166,315; 5,217,866; 5,184,444; 5,861,250. 

Usefully, however, such probes are provided in a 
form and quantity suitable for amplification, where the 
amplified product is thereafter to be used in the 
hybridization reactions that probe gene expression. 
Typically, such probes are provided in a form and quantity 
suitable for amplification by PCR or by other well known 
amplification technique. One such technique additional to 
PCR is rolling circle amplification, as is described, inter 
alia, in U.S. Patent Nos. 5,854,033 and 5,714,320 and 
international patent publications WO 97/19193 and 
WO 00/15779. As is well understood, where the probes are 
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to be provided in a form suitable for amplif ication,- the 
range of nucleic acid analogues and/or internucleotide 
linkages will be constrained by the requirements and nature 
of the amplification enzyme. 
5 Where the probe is to be provided in form 

suitable for amplification, the quantity need not be 
sufficient for direct hybridization for gene expression 
analysis, and need be sufficient only to function as an 
amplification template, typically at least about 1, 10 or 
10 100 pg or more. 

Each discrete amplifiable probe can also be 
packaged with amplification primers, either in a single 
composition that comprises probe template and primers, or 
in a kit that comprises such primers separately packaged 
therefrom. As earlier mentioned, the ORF-specific 
5' primers used for genomic amplification can have a first 
common sequence added thereto, and the ORF-specific 3' 
primers used for genomic amplification can have a second, 
different, common sequence added thereto, thus permitting, 
in this embodiment, the use of a single set of 5' and 3' 
primers to amplify any one of the probes. The probe 
composition and/or kit can also include buffers, enzyme, 
etc., required to effect amplification. 

As mentioned earlier, when intended for use on a 
genome -derived single exon microarray of the present 
invention, the genome -derived single exon probes of the 
present invention will typically average at least about 
100, 200, 300, 400 or 500 bp in length, including (and 
typically, but not necessarily centered about) the ORF. 
Furthermore, when intended for use on a genome -derived 
single exon microarray of the present invention, the 
genome -derived single exon probes of the present invention 
will typically not contain a detectable label. 

When intended for use in solution phase 
35 hybridization, however - that is, for use in a 
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hybridization reaction in which the probe is not first 
bound to a support substrate (although the target may 
indeed be so bound) - length constraints that are imposed 
in microarray-based hybridization approaches will be 
5 relaxed, and such probes will typically be labeled. 

In such case, the only functional constraint that 
dictates the minimum size of such probe is that each such 
probe must be capable of specifically identifying in a 
hybridization reaction the exon from which it is drawn. In 
10 theory, a probe of as little as 17 nucleotides is capable 
of uniquely identifying its cognate sequence in the human 
genome. For hybridization to expressed message - a subset 
of target sequence that is much reduced in complexity as 
compared to genomic sequence - even fewer nucleotides are 
15 required for specificity. 

Therefore, the probes of the present invention 
can include as few as 20, 25 or 50 bp or ORF, or more. In 
particular embodiments, the ORF sequences are given in SEQ 
ID NOS. 13,233 - 26,232, respectively, for probe SEQ ID 
20 NOS. 1 - 13,232. The minimum amount of ORF required to be 
included in the probe of the present invention in order to 
provide specific signal in either solution phase or 
microarray-based hybridizations can readily be determined 
for each of ORF SEQ ID NOS. 13,233 - 26,232 individually by 
25 routine experimentation using standard high stringency 
conditions . 

Such high stringency conditions are described, 
inter alia, in Ausubel et al . and Maniatis et al. For 
microarray-based hybridization, standard high stringency 

30 conditions can usefully be 50% formamide, 5X SSC, 0.2 ug/pl 
poly(dA), 0.2 pg/ul human c G tl DNA, and 0.5 % SDS, in a 
humid oven at 42°C overnight, followed by successive washes 
of the microarray in IX SSC, 0.2% SDS at 55°C for 5 
minutes, and then 0.1X SSC, 0.2% SDS, at 55°C for 20 

35 minutes. For solution phase hybridization, standard high 
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stringency conditions can usefully be aqueous hybridization 
at 65°C in 6X SSC. Lower stringency conditions, suitable 
for cross-hybridization to mRNA encoding structurally- and 
functionally-related proteins, can usefully be the same as 
the high stringency conditions but with reduction in 
temperature for hybridization and washing to room 
temperature (approximately 25°C) . 

When intended for use in solution phase 
hybridization, the maximum size of the single exon probes 
of the present invention is dictated by the proximity of 
other expressed exons in genomic DNA: although each single 
exon probe can include intergenic and/or intronic material 
contiguous""to the ORF in the human genome, each probe of 
the present invention will include portions of only one 
15 expressed exon. 

Thus, each single exon probe will include no more 
than about 25 kb of contiguous genomic sequence, more 
typically no more than about 20 kb of contiguous genomic 
sequence, more usually no more than about 15 kb, even more 
usually no more than about 10 kb. Usually, probes that are 
maximally about 5 kb will be used, more typically no more 
than about 3 kb. 

It will be appreciated that the Sequence Listing 
appended hereto. presents, by convention, only that strand 
of the probe and ORF sequence that can be directly 
translated reading from 5' to 3' end. As would be well 
understood by one of skill in the art, single stranded 
probes must be complementary in sequence to the ORF as 
present in an mRNA; it is well within the skill in the art 
to determine such complementary sequence. It will further 
be understood that double stranded probes can be used in 
both solution-phase hybridization and microarray-based 
hybridization if suitably denatured. 

Thus, it is an aspect of the present invention to 
35 provide single-stranded nucleic acid probes that have 
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sequence complementary to those described herein above and 

below, and double -stranded probes one strand of which has 
sequence complementary to the probes described herein. 

The probes can, but need not, contain intergenic 
5 and/or intronic material that flanks the ORF, on one or 

both sides, in the same linear relationship to the ORF that 
the intergenic and/or intronic material bears to the ORF in 
genomic DNA. The probes do not, however, contain nucleic 
acid derived from more than one expressed ORF. 

10 And when intended for use in solution 

hybridization, the probes of the present invention can 
usefully ..have detectable labels. Nucleic acid labels are 
well known in the art, and include, inter alia, radioactive 
labels, such as 3 H, 32 P, 33 P, 35 S, 125 I, 131 I; fluorescent 

15 labels, such as Cy3, Cy5, Cy5.5, Cy7, SYBR® 

Green and other labels described in Haugland, 
Handbook of Fluorescent Probes and Research Chemicals, 7th 
ed., Molecular Probes Inc., Eugene, OR (2000), or 
fluorescence resonance energy transfer tandem conjugates 

20 thereof; labels suitable for chemiluminescent and/or 

enhanced chemiluminescent detection; labels suitable for 
ESR and NMR detection; and labels that include one member 
of a specific binding pair, such as biotin, digoxigenin, or 
the like. 

25 The probes, either in quantity sufficient for 

hybridization or sufficient for amplification, can be 
provided in individual vials or containers. 

Alternatively, such probes can usefully be 
packaged as a plurality of such individual genome -derived 
30 single exon probes. 

When provided as a collection of plural 
individual probes, the probes are typically made available 
in amplifiable form in a spatially-addressable ordered set, 
typically one per well of a microtiter dish. Although a 96 
35 well microtiter plate can be- used, greater efficiency is 
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obtained using higher density arrays. 

If, as earlier mentioned, the ORF-specif ic 
5' primers used for genomic amplification had a first 
common sequence added thereto, and the ORF-specific 3' 
5 primers used for genomic amplification had a second, 

different, common sequence added thereto, a single set of 
5' and 3' primers can be used to amplify all of the probes 
• from the amplifiable ordered set. 

Such collections of genome -derived single exon 
10 probes can usefully include a plurality of probes chosen 
for the common attribute of expression in the human 
placenta. 

In such defined subsets, typically at least 50, 
60, 75, 80, 85, 90 or 95% or more of the probes will be 
15 chosen by their expression in the defined tissue or cell 
type. 

The single exon probes of the present invention, 
as well as fragments of the single exon probes comprising 
selectively hybridizable portions of the probe ORF, can be 

20 used to obtain the full length cDNA that includes the ORF 
by (i) screening of cDNA libraries; (ii) rapid 
amplification of cDNA ends ("RACE"); or (iii) other 
conventional means, as are described, inter alia, in 
Ausubel et al . and Maniatis et al. 

25 It is another aspect of the present invention to 

provide genome-derived single exon nucleic acid microarrays 
useful for gene expression analysis, where the term 
"microarray" has the meaning given in the definitional 
section of this description, supra. 

■30 The invention particularly provides genome- 

derived single-exon nucleic acid microarrays comprising a 
plurality of probes known to be expressed in human 
placenta. In preferred embodiments, the present invention 
provides human genome -derived single exon microarrays 

35 comprising a plurality of probes drawn from the group 
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consisting of SEQ ID NOS . : 1 - 13,232. 

When used for gene expression analysis, the 
genome-derived single exon microarrays provide greater 
physical informational density than do the genome -derived 
single exon microarrays that have lower, percentages of 
probes known to be expressed commonly in the tested tissue. 
At a fixed probe density, for example, a given microarray 
surface area of the defined subset genome-derived single 
exon microarray can yield a greater number of expression 
measurements. Alternatively, at a given probe density, the 
same number of expression measurements can be obtained from 
a smaller substrate surface area. Alternatively, at ..a. 
fixed probe density and fixed surface area, probes can be 
provided redundantly, providing greater reliability in 
signal measurement for any given probe. Furthermore, with 
a higher percentage of probes known to be expressed in the 
assayed tissue, the dynamic range of the detection means 
can be adjusted to reveal finer levels discrimination among 
the levels of expression. 

Although particularly described with respect to 
their utility as probes of gene expression, particularly as 
probes to be included on a genome -derived single exon 
microarray, each of the nucleic acids having SEQ ID NOS.: 1 
- 13,232 contains an open-reading frame, set forth 
respectively in SEQ ID NOS.: 13,233 - 26,232, that encodes 
a protein domain. Thus, each of SEQ ID NOS. 1 - 13,232 can 
be used, or that portion thereof in SEQ ID NOS. 13,233 - 
26,232 used, to express a protein domain by standard in 
vitro recombinant techniques. See Ausubel et al. and 
Maniatis et al . 

Additionally, kits are available commercially 
that readily permit such nucleic acids to be expressed as 
protein in bacterial cells, insect cells, or mammalian 
cells, as desired (e.g., HAT* Protein Expression & 
Purification System, ClonTech Laboratories, Palo Alto, CA; 
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Adeno-X™ Expression System, ClonTech Laboratories, Palo 
Alto, CA; Protein Fusion & Purification (pMAL™) System, New 
England Biolabs, Beverley, MA) 

Furthermore, shorter peptides can be chemically 
5 synthesized using commercial peptide synthesizing equipment 
and well known techniques. Procedures are described, inter 
alia, in Chan et al. (eds.), Fmoc Solid Phase Peptide 
Synthesis: A Practical Approach (Practical Approach Series, 
(Paper)), Oxford Univ. Press (March 2000) (ISBN: 
10 0199637245); Jones, Amino Acid and Pep tide Synthesis 
(Oxford Chemistry Primers, No 7) , Oxford Univ. Press 
(August 1992) (ISBN: 0198556683); and Bodanszky, Principles 
of Peptide Synthesis (Springer Laboratory) , Springer Verlag 
(December 1993) (ISBN: 0387564314) ... 
15 it is, therefore, another aspect of the invention 

to provide peptides comprising an amino acid sequence 
translated from SEQ ID NOS.: 13,233 - 26,232. Such amino 
acid sequences are set out in SEQ ID NOS: 26,233 - 38,837. 
Any such recombinantly-expressed or synthesized peptide of 
20 at least 8, and preferably at least about 15, amino acids, 
can be conjugated to a carrier protein. and used to generate 
antibody that recognizes the peptide. Thus - ,' it is a 
further aspect of the invention to provide peptides that 
have at least 8, preferably at least 15, consecutive amino 
25 acids . 

The following examples are offered by way of 
illustration and not by way of limitation. 

30 EXAMPLE 1 

Preparation of Single Exon Microarrays from ORFs Predicted 
in Human Genomic Sequence 



Bioinf ormatics Results 

All human BAC sequences in fewer than 10 pieces 
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that had been accessioned in a five month period 
immediately preceding this study were downloaded from 
GenBank. This corresponds to -2200 clones, totaling -350 
MB of sequence, or approximately 10% of the human genome. 

After masking repetitive elements using the 
program CROSS_MATCH, the sequence was analyzed for open 
reading frames using three separate gene finding programs. 
The three programs predict genes using independent 
algorithmic methods developed on independent training sets: 
GRAIL uses a neural network, GENEFINDER uses a hidden 
Markoff model, and DICTION, a program proprietary to 
Genetics Institute, operates according to a different 
heuristic. The results of all three programs were used to 
create a prediction matrix across the segment of genomic 
15 DNA. 

The three gene finding programs yielded a range 
of results. GRAIL identified the greatest percentage of 
genomic sequence as putative coding region, 2% of the data 
analyzed. GENEFINDER was second, calling 1%, and DICTION 

20 yielded the least putative coding region, with 0.8% of 
genomic sequence called as coding region. 

The consensus data were as follows. GRAIL and 
GENEFINDER agreed on 0.7% of genomic sequence, GRAIL and 
DICTION agreed on 0.5% of genomic sequence, and the three 

25 programs together agreed on 0.25% of the data analyzed. 
That is, 0.25% of the genomic sequence was identified by 
all three of the programs as containing putative coding 
region . 

ORFs predicted by any two of the three programs 
("consensus ORFs") were assorted into "gene bins" using two 
criteria: (1) any 7 consecutive exons within a 25 kb window 
were placed together in a bin as likely contributing to a 
single gene, and (2) all ORFs within a 25 kb window were 
placed together in a bin as likely contributing to a single 
gene if fewer than 7 exons were found within the 25 kb 
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window . 



PCR 

The largest ORF from each gene bin that did not 
5 span repetitive sequence was then chosen for amplification, 
as were all consensus ORFs longer than 500 bp. This method 
approximated one exon per gene; .however, a number of genes 
were found to be represented by multiple elements. 

Previously, we had determined that DNA fragments 
10 fewer than 250 bp in length do not bind well to the amino- 
modified glass surface of the slides used as support 
substrate for construction of microarrays; therefore, 
ampl icons were designed in the present experiments to 
approximate 500 bp in length. 
15 Accordingly, after selecting the largest ORF per 

gene bin, a 5 00 bp fragment of sequence centered on the ORF 
was passed to the primer picking software, PRIMER3 
(available online for use at 

http://www-genome.wi.mit.edu/cgi-bin/primer/ ) . A first 

20 additional sequence was commonly added to each ORF-unique 
5' primer, and a second, different, additional sequence was 
commonly added to each ORF-unique 3' primer, to permit 
subsequent reamplif ication of the amplicon using a single 
set of "universal" 5' and 3' primers, thus immortalizing 

25 the amplicon. The addition of universal priming sequences 
also facilitates sequence verification, and can be used to 
add a cloning site should some ORFs be found to warrant 
further study. 

1 The ORFs were then PCR amplified from genomic 

30 DNA, verified on agarose gels, and sequenced using the 

universal primers to validate the identity of the amplicon 
to be spotted in the microarray. 

Primers were supplied by Operon Technologies 
(Alameda, CA) . PCR amplification was performed by standard 

35 techniques using human genomic DNA (Clontech, Palo Alto, 
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CA) as template. Each PCR product was verified by SYBR® 
green (Molecular Probes, Inc., Eugene, OR) staining of 
agarose gels, with subsequent imaging by Fluorimager 
(Molecular Dynamics, Inc., Sunnyvale, CA) . PCR 
5 amplification was classified as successful if a single band 
appeared. 

The success rate for amplifying ORFs of interest 
directly from genomic DNA using PCR was approximately 75%. 
FIG. 5 graphs the distribution of predicted ORF (exon) 
10 length and distribution of amplified PCR products, with ORF 
length shown in red and PCR product length shown in blue 
(which may appear black in the figure) . Although the range 
of. ORF sizes is readily seen to extend to beyond 900 bp, 
the mean predicted exon size was only 229 bp, with a median 
15 size of 150 bp (n=9498) . With an average amplicon size of 
475 + 25 bp, approximately 50% of the average PCR 
amplification product contained predicted coding region, 
with the remaining 50% of the amplicon containing either 
intron, intergenic sequence, or both. 
20 Using a strategy predicated on amplifying about 

500 bp, it was found that long exons had a higher PCR 
failure rate. To address this, the bioinf ormatics process 
was adjusted to amplify 1000, 1500 or 200 0 bp fragments 
from exons larger than 500 bp. This improved the rate of 
25 successful amplification of exons exceeding 500 bp, 

constituting about 9.2% of the exons predicted by the gene 
finding algorithms. 

Approximately 75% of the probes disposed on the 
array (90% of those that successfully PCR amplified) were 
30 sequence-verified by sequencing in both the forward and 
reverse direction using MegaBACE sequencer (Molecular 
Dynamics, Inc., Sunnyvale, CA) , universal primers, and 
standard protocols. 

Some genomic clones (BACs) yielded very poor PCR 
35 and sequencing results. The reasons for this are unclear, 
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but may be related to the quality of early draft sequence 
or the inclusion of vector and host contamination in some 
submitted sequence data. 

Although the intronic and intergenic material 
5 flanking coding regions could theoretically interfere with 
hybridization during microarray experiments, subsequent 
empirical results demonstrated that differential expression 
ratios were not significantly affected by the presence of 
noncoding sequence. The variation in exon size was 
10 similarly found not to affect differential expression 

ratios significantly; however, variation in exon size was 
observed to affect the absolute signal intensity (data not 
shown) . 

The 350 MB of genomic DNA was, by the above- 
15 described process, reduced to 9750 discrete probes, which 
were spotted in duplicate onto glass slides using 
commercially available instrumentation (MicroArray Genii 
Spotter and/or MicroArray Genii I Spotter, Molecular 
Dynamics, Inc., Sunnyvale, CA) . Each slide additionally 
20 included either 16 or 32 E. coli genes, the average 
hybridization signal of which was used as a measure of 
background biological noise. 

Each of the probe sequences was BLASTed against 
the human EST data set, the NR data set, and SwissProt 
25 GenBank (May 7, 1999 release 2.0.9). 

One third of the probe sequences (as amplified) 
produced an exact match (BLAST Expect ("E") values less 
than 1 e- 100 ) to either an EST (20% of sequences) or a known 
mRNA (13% of sequences) . A further 22% of the probe 
30 sequences showed some homology to a known EST or mRNA 

(BLAST E values from 1 e" 5 to 1 e' 99 ) . The remaining 45% of 
the probe sequences showed no significant sequence homology 
to any expressed, or potentially expressed, sequences 
present in public databases. 
>5 All of the probe sequences (as amplified) were 
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then analyzed for protein similarities with the SwissProt 
database using BLASTX, Gish et al . , Nature Genet. 3:266 
(1993) . The predicted functional breakdowns of the 2/3 of 
probes identical or homologous to known sequences are 
5 presented in Table 1. 



Table 1 



Function of Predicted ORFs As Deduced From Comparative 
Sequence Analysis 


Total 


V6 chip 


V7 chip 


Function Predicted from 
Comparative Sequence 
Analysis 


211 


96 


115 


Receptor 


120 


43 


77 


Zinc Finger 


30 


11 


19 


Homeobox 


25 


9 


16 


Transcription Factor 


17 


11 


7 


Transcription 


118 


57 


61 


Structural 


95 


39 


56 


Kinase 


36 


18 


18 


Phosphatase 


83 


31 


52 


Ribosomal 


45 • 


19 


26 


Transport 


21 


17 


14 


Growth Factor 


17 


12 


5 


Cytochrome 


50 


33 


17 


Channel 



As can be seen, the two most common types of 
10 genes were transcription factors and receptors, making up 
2.2% and 1.8% of the arrayed elements, respectively. 



EXAMPLE 2 

15 Gene Expression Measurements From Genome -Derived Single 
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Exon Microarrays 

The two genome -derived single exon microarrays 
5 prepared according to Example 1 were hybridized in a series 
of simultaneous two-color fluorescence experiments to (1) 
Cy3 -labeled cDNA synthesized from message drawn 
- ■ individually from each of brain, heart, liver, fetal liver, 
placenta, lung, bone marrow, HeLa, BT 474, or HBL 100 
10 cells, and (2) Cy5 -labeled cDNA prepared from message 

pooled from all ten tissues and cell types, as a control in 
each of the measurements. Hybridization and scanning were 
carried out using standard protocols and Molecular Dynamics 
equipment . 

15 Briefly, mRNA samples were bought from commercial 

sources (Clontech, Palo Alto, CA and Amersham Pharmacia 
Biotech (APB) ) . Cy3-dCTP and Cy5-dCTP (both from APB) were 
incorporated during separate reverse transcriptions of 1 pg 
of polyA + mRNA performed using 1 pg oligo (dT) 12-18 primer 

20 and 2 pg random 9mer primers as follows. After heating to 
70°C, the RNA: primer mixture was snap cooled on ice. After 
snap cooling on ice, added to the RNA to the stated final 
concentration was: IX Superscript II buffer, 0.01 M DTT, 
lOOpM dATP, 100 pM dGTP, 100 pM dTTP, 50 pM dCTP, 50 pM 

25 Cy3~dCTP or Cy5-dCTP 50 pM, and 200 U Superscript II 

enzyme. The reaction was incubated for 2 hours at 42°C. 
After 2 hours, the first strand cDNA was isolated by adding 
1 U Ribonuclease H, and incubating for 30 minutes at 37°C. 
The reaction was then purified using a Qiagen PCR cleanup 

30 column, increasing the number of ethanol washes to 5. 
Probe was eluted using 10 mM Tris pH 8.5. 

Using a spectrophotometer, probes were measured 
for dye incorporation. Volumes of both Cy3 and Cy5 cDNA 
corresponding to 50 pmoles of each dye were then dried in a 

35 Speedvac, resuspended in 30 pi hybridization solution 
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containing 50% formamide, 5X SSC, 0.2 pg/pl poly(dA) , 0.2 
pg/pl human c G tl DNA, and 0.5 % SDS. 

Hybridizations were carried out under a 
coverslip, with the array placed in a humid oven at 42°C 
5 overnight. Before scanning, slides were washed in IX SSC, 
0.2% SDS at 55°C for 5 minutes, followed by 0.1X SSC, 0.2% 
SDS, at 55°C for 20 minutes. Slides were briefly dipped in 
water and dried thoroughly under a gentle stream of 
nitrogen. 

10 Slides were scanned using a Molecular Dynamics 

Gen3 scanner, as described. Schena (ed.), Microarray 
Biochip: Tools and Technology , Eaton Publishing 
Company/BioTechniques Books Division (2 000) (ISBN: 
1881299376) . 

15 Although the use of pooled cDNA as a reference 

permitted the survey of a large number of tissues, it 
attenuates the measurement of relative gene expression, 
since every highly expressed gene in the tissue/cell type- 
specific fluorescence channel will be present to a level of 

20 at least 10% in the control channel. Because of this fact, 
both signal and expression ratios (the latter hereinafter, 
"expression" or "relative expression") for each probe were 
normalized using the average ratio or average signal, 
respectively, as measured across the whole slide. 

25 Data were accepted for further analysis only when 

signal was at least three times greater than biological 
noise, the latter defined by the average signal produced by 
the E. coli control genes. 

The relative expression signal for these probes 

30 was then plotted as function of tissue or cell type, and is 
presented in FIG. 6. 

FIG. 6 shows the distribution of expression 
across a panel of ten tissues. - The graph shows the number 
of sequence-verified products that were either not 

35 expressed ("0"), expressed in one or more but not all 
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tested tissues ("1" - "9"), and expressed in all tissues 

tested ("10") - 

Of 9999 arrayed elements on the two microarrays 

(including positive and negative controls and "failed" 
5 products), 2353 (51%) were expressed in at least one tissue 
or cell type. Of the gene elements showing significant 
signal - where expression was scored as "significant" if 
the normalized. Cy3 signal was greater than 1. representxng 
signal 5-fold over biological noise (0.2) - 39% (991) were 
10 expressed in all 10 tissues. The next most common class 

(15%) consisted of gene elements expressed in only a single 
tissue . 

The genes expressed in a single tissue were 
further analyzed, and the results of the analyses are 

15 compiled in FIG. 7. 

FIG. 7A is a matrix presenting the expression of 
all verified sequences that showed expression greater than 
3 in at least one tissue. Each clone is represented by a 
column in the matrix. Each of the 10 tissues assayed is 
represented by a separate row in the matrix, and relative 
expression of a clone in that tissue is indicated at the 
respective node by intensity of green shading, with the 
intensity legend shown in panel B. The top row of the 
matrix ( "EST Hit") contains "bioinf ormatic" rather than 
"physical" expression data - that is, presents the results 
returned by query of EST, NR and SwissProt databases using 
the probe sequence. The legend for "bioinf ormatic 
expression" (i.e., degree of homology returned) is 
presented in panel C. Briefly, white is known, black is 
novel, with gray depicting nonidentical with significant 
homology (white: E values < le-100; gray: E values from le- 
05 to le-99; black: E values > le-05) . 

As FIG. 7 readily shows, heart and brain were 
demonstrated to have the greatest numbers of genes that 
35 were shown to be uniquely expressed in the respective 
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tissue. In brain, 200 uniquely expressed genes were 
identified; in heart, 150. The remaining tissues gave the 
following figures for uniquely expressed genes: liver, 100; 
lung, 70; fetal liver, 150; bone marrow, 75; placenta, 100; 

5 HeLa, 50; HBL, 100; and BT474, 50. 

It was further observed that there were many more 
"novel" genes among those that were up-regulated in only 
one tissue, as compared with those that were down- regulated 
in only one tissue. In fact, it was found that ORFs whose 

10 expression was measurable in only a single of the tested 
tissues were represented in sequencing databases at a rate 
of only 11%, whereas 3 6% of the ORFs whose expression was 
measurable in 9 of the tissues were present in public 
databases. As for those ORFs expressed in all ten tissues, 

15 fully 4 5% were present in existing expressed sequence 

databases. These results are not unexpected, since genes 
expressed in a greater number of tissues have a higher 
likelihood of being, and thus of having been, discovered by 
EST approaches . 

20 

Comparison of Signal from Known and Unknown Genes 

The normalized signal of the genes found to have 
high homology to genes present in the GenBank human EST 
database were compared to the normalized signal of those 

25 genes not found in the GenBank human EST database. The 
data are shown in FIG. 8. 

FIG. 8 shows the normalized Cy3 signal intensity 
for all sequence-verified products with a BLAST Expect 
("E") value of greater than le-30 (designated "unknown") 

30 upon query of existing EST, NR and SwissProt databases, and 
shows in blue the normalized Cy3 signal intensity for all 
sequence -verified products with a BLAST Expect value of 
less than le-30 ("known"). Note that biological' background 
noise has an averaged normalized Cy3 signal intensity of 

35 0 . 2 . 
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As expected, the most highly expressed of the 
ORFs were -known" genes. This is not surprising, since 
very high signal intensity correlates with very commonly- 
expressed genes, which have a higher likelihood of being 

found by EST sequence. 

However, a significant point is that a large 
number of even the high expressers were "unknown" . Since 
the genomic approach used to identify genes and to confirm 
their expression does not bias exons toward either the 3- 
or 5' end of a gene, many of these high expression genes 
will not have been detected in an end- sequenced cDNA 
library. 

The significant point is that presence of the 
gene in an EST database is not a prerequisite for 
15 incorporation into a genome -derived microarray, and 

further, that arraying such "unknown" exons can help to 
assign function to as-yet undiscovered genes. 



10 



20 



25 



30 



35 



Verification of Gene Expression 

~~ To ascertain the validity of the approach 
described above to identify genes from raw genomic 
sequence, expression of two of the probes was assayed using 
reverse transcriptase polymerase chain reaction (RT PCR) 
and northern blot analysis. 

Two microarray probes were selected on the basis 
of exon size, prior sequencing success, and tissue-specific 
gene expression patterns as measured by the microarray 
experiments. The primers originally used to amplify the 
two respective ORFs from genomic DNA were used in RT PCR 
against a panel of tissue-specific cDNAs (Rapid-Scan gene 
expression panel 24 human cDNAs ) (OriGene Technologies, 

Inc., Rockville, MD) . 

Sequence AL079300_1 was shown by microarray 
hybridization to be present in cardiac tissue, and sequence 
AL031734_1 was shown by microarray experiment to be present 
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in placental tissue (data not shown) . RT-PCR on these two 

sequences confirmed the tissue-specific gene expression as 
measured by microarrays, as ascertained by the presence of 
a correctly sized PCR product from the respective tissue 
5 type cDNAs. 

Clearly, all microarray results cannot, and 
indeed should not, be confirmed by independent assay 
methods, or the high throughput, highly parallel advantages 
of microarray hybridization assays will be lost. However, 

10 in addition to the two RT-PCR results presented above, the 
• observation that 1/3 of the arrayed genes exist in 
expression databases provides powerful confirmation of the 
power of our methodology — which combines bioinf ormatic 
prediction with expression confirmation using genome- 

15 derived single exon microarrays — to identify novel genes 
from raw genomic data. 

To verify that the approach further provides 
correct characterization of the expression patterns of the 
identified genes, a detailed analysis was performed of the 

20 microarrayed sequences that showed high signal in brain. 

For this latter analysis, sequences that showed 
high (normalized) signal in brain, but which showed very 
low (normalized) signal (less than 0.5, determined to be 
biological noise) in all other tissues, were further 

25 studied. There were 82 sequences that fit these criteria, 
approximately 2% of the arrayed elements. The 10 sequences 
showing the highest signal in brain in microarray 
hybridizations are detailed in Table 2, along with assigned 
function, if known or reasonably predicted. 



30 



Table 2 



Function of the Most Highly 
Expressed Genes Expressed Only in Brain 
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Microarray Normal 

Sequence ized 

Name Signal 



PCT/US01/00663 
Expressi Homology Gene Function 
on Ratio to EST as described by 

present GenBank 

in 

GenBank 



AP000217-1 


5.2 


+7.7 


High 


S-100 protein, 
b-chain, Ca 2+ 
binding protein 
expressed in 
central nervous 
system 


AP000047-1 


2.3 




High 


Unknown 
Function 


AC006548-9 


1.7 




High 


Similar to 
mouse membrane 
glyco-protein 
M6, expressed 
in central 
nervous system 


AC007245-5 


1.5 




High 


Similar to 
amphiphysin, a 
synaptic 
vesicle- 
associated 
protein. Ref 21 


L44140-4 


1.2 


+2.0 


High 


Endothelial 
actin-binding 
protein found 
in nonmuscle 
f ilamin 


AC004689-9 


1.2 


+3.5 


High 


Protein 
Phosphatase 
PP2A, neuronal/ 
downregulates 
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activated 
protein kinases 


AL031657-1 


1.2 


+3.0 


High 


Unknown 
function/ 
Contains the 
anhyrin motif, 
a common 
protein 
sequence motif 


AC009266-2 


1.1 


+3,7 


Low 


Low homology to 
the 

Synaptotagmin I 
protein in 
rat/present at 
low levels 
throughout rat 
brain 


AP000086-1 


1.0 


+2.7 


Low 


Unknown, very 
poor homology 
to collagen 


AC004689-3 


1.0 




High 


Protein 
Phosphatase 
PP2A, neuronal/ 
downr egu 1 a t e s 
activated 
protein kinases 



Of the ten sequences studied by these latter 
confirmatory approaches, eight were previously known. Of 
these eight, six had previously been reported to be 
important in the central nervous system or brain. The exon 
giving the highest signal (AP00217-1) was found to be the 
gene encoding an S100B Ca' 2+ binding protein, reported in 
the literature to be highly and uniquely expressed in the 
central nervous system. Heizmann, Weurochem. Res. 9:1097 
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(1997) . 

A number of the brain- specif ic probe sequences 
(including AC006548-9, AC009266-2) did not have homology to 
any known human cDNAs in GenBank but did show homology to 
5 rat and mouse cDNAs . Sequences AC004689-9 and AC004689-3 
were both found to be phosphatases present in neurons 
(Millward et al . , Trends Biochem. Sci. 24 (5) : 186-191 
"(1999)). Two microarray sequences, AP000047-1 and 
AP000086-1 have unknown function, with AP000086-1 being 

10 absent from GenBank. Functionality can now be narrowed 
down to a role in the central nervous system for both of 
these genes, showing the power of designing microarrays in 
this fashion. 

Next, the function of the chip sequences with the 

15 highest (normalized) signal intensity in brain, regardless 
of expression in other tissues, was assessed. In this 
latter analysis, we found expression of many more common 
genes, since the sequences were not limited to those 
expressed only in brain. For example, looking at the 20 

20 highest signal intensity spots in brain, 4 were similar to 
tubulin (AC00807905; AF146191-2; AC007664-4; AF14191-2) , 2 
were similar to actin (AL035701-2; AL034402-1) , and G were 
found to be homologous to glyceraldehyde- 3 -phosphate 
dehydrogenase (GAPDH) (AL035604-1; Z86090-1; AC006064-L, 

25 AC006064-K; AC035604-3; AC006064-L) . These genes are often 
used as controls or housekeeping genes in microarray 
experiments of all types. 

Other interesting genes highly expressed in brain 
were a ferritin heavy chain protein, which is reported in 

30 the literature to be found in brain and liver (Joshi et 
al., J. Neurol. Sci. 134 (Suppl) : 52-56 (1995)), a result 
duplicated with the array. Other highly expressed chip 
sequences included a translation elongation factor ID 
(AC007564-4) , a DEAD-box homolog (AL023804-4) , and a Y- 

35 chromosome RNA-binding motif (Chai et al . , Genomics 
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49(2) :283-89 (1998)) (AC007320-3) . A low homology analog 
(AP00123-1/2) to a gene, DSCR1, thought to be involved in 
trisomy 21 (Down's syndrome), showed high expression in 
both brain and heart, in agreement with the literature 
5 (Fuentes et al . , Mol . Genet. 4 (10) : 1935-44 (1995)). 

As a further validation of the approach, we 
selected the BAC AC006064 to be included on the array. 
This BAC was known to contain the GAPDH gene, and thus 
could be used as a control for the ORF selection process. 

10 The gene finding and exon selection algorithms resulted in 
choosing 25 exons from BAC AC006064 for spotting onto the 
array, of which four were drawn from the GAPDH gene. Table 
3 shows the comparison of the average expression ratio for 
the 4 exons from BAC006064 compared with the average 

15 expression ratio for 5 different dilutions of a 
commercially available GAPDH cDNA (Clontech) . 



Table 3 



Comparison of Expression Ratio, for each 
tissue, of GAPDH 




AC006064 (n = 4) 


Control ( n = 5) 


Bone Marrow 


-1.81 ± 0.11 


-1.85 ± 0.08 


Brain 


-1.41 ± 0.11 


-1.17 ± 0.05 


BT474 


1.85 ± 0.09 


1.66 ± 0.12 


Fetal Liver 


-1.62 ± 0.07 


-1.41 ± 0.05 


HBL100 


1.32 ± 0.05 


2.64 ±0.12 


Heart 


l.lfr ± 0.09 


1.56 ± 0.10 


HeLa 


1.11 ±0.06 


1.30 ± 0.15 


Liver 


-1.62 ± 0.22 


-2.07 ± 


Lung 


-4.95 ± 0.93 


-3.75 ± 0.21 


Placenta 


-3.56 ± 0.25 


-3.52 ± 0.43 



20 
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Each tissue shows excellent agreement between the 
experimentally chosen exons and the control, again 
demonstrating the validity of the present exon mining 
approach. In addition, the data also show the variability 
5 of expression of GAPDH within tissues, calling into 
question its classification as a housekeeping gene and 
utility as a housekeeping control in microarray 
experiments . 

10 EXAMPLE 3 

Representation of Sequence and Expression Data as a 
"Mondrian" 

For each genomic clone processed for microarray 
15 as above -described, a plethora of information was 

accumulated, including full clone sequence, probe sequence 

within the clone, results of each of the three gene finding 

programs, EST information associated with the probe 

sequences, and microarray signal and expression for 
20 multiple tissues, challenging our ability to display the 

information. 

Accordingly, we devised a new tool for visual 

display of the sequence with its attendant annotation 

which, in deference to its visual similarity to the 
25 paintings of Piet Mondrian, is hereinafter termed a 

"Mondrian". FIGS. 3 and 4 present the key to the 

information presented on a Mondrian. 

FIG. 9 presents a Mondrian of BAC AC008172 (bases 

25,000 to 130,000 shown), containing the carbamyl phosphate 
30 synthetase gene (AF154830 . 1) . Purple background within the 

region shown as field 81 in FIG. 3 indicates all 37 known 

exons for this gene. 

As can be seen, GRAIL II successfully identified 

27 of the known exons (73%) , GENEFINDER successfully 
35 identified 37 of the known exons (100%) , while DICTION 
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identified 7 of the known exons (19%) . 

Seven of the predicted exons were selected for 
physical assay, of which 5 successfully amplified by PCR 
and were sequenced. These five exons were all found to be 
5 from the same gene, the carbamyl phosphate synthetase gene 
(AF154830.1) . 

The five exons were arrayed, and gene expression 
measured across 10 tissues. As is readily seen in the 
Mondrian, the five chip sequences on the array show 

10 identical expression patterns, elegantly demonstrating the 
reproducibility of the system. 

FIG. 10 is a Mondrian of BAC AL049839. We 
selected 12 exons from this BAC, of which 10 successfully 
sequenced, which were found to form between 5 and 6 genes. 

15 Interestingly, 4 of the genes on this BAC are protease 
inhibitors. Again, these data elegantly show that exons 
selected from the same gene show the same expression 
patterns, depicted below the red line. From this figure, 
it is clear that our ability to find known genes is very 

20 good. A novel gene is also found from 86.6 kb to 88.6 kb, 
upon which all the exon finding programs agree. We are 
confident we have two exons from a single gene since they 
show the same expression patterns and the exons are 
proximal to each other. Backgrounds in the following 

25 colors indicate a known gene (top to bottom) : 
red = kallistatin protease inhibitor (P29622) ; 
purple = plasma serine protease inhibitor (P05154) ; 
turquoise = otl ant i-chymo trypsin (P01011) ; mauve = 40S 
ribosomal protein (P08865) . Note that chip sequence 8 and 

30 12 did not sequence verify. 



EXAMPLE 4 

Genome -Derived Single Exon Probes Useful For Measuring 
35 Human Gene Expression 
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The protocols set forth in Examples 1 and 2 , 
supra, were applied to additional human genomic sequence as 
it became newly available' in GenBank to identify unique 
5 exons in the human genome that could be shown to be 
expressed at significant levels in placenta tissue. 

These unique exons are within longer probe 
sequences. Each probe was completely sequenced on both 
strands prior to its use on a genome -derived single exon 
10 microarray; sequencing confirms the exact chemical 

structure of each probe. An added benefit of sequencing is 
that it placed us in possession of a set of single base- 
incremented fragments of the sequenced nucleic acid, 
starting from the sequencing primer 3' OH. (Since the 
15 single exon probes were first obtained by PGR amplification 
from genomic DNA, we were of course additionally in 
possession of an even larger set of single base incremented 
fragments of each of the 13,232 single exon probes, each 
fragment corresponding to an extension product from one of 
20 the two amplification primers.) 

The structures of the 13,232 unique single exon 
probes are clearly presented in the Sequence Listing as SEQ 
ID Nos.: 1 - 13,232 . The 16 nt 5 1 primer sequence and 16 
nt 3 ' primer sequence present on. the amplicon are not 
25 included in the sequence listing. The sequences of the 
exons present within each of these probes is presented in 
the Sequence Listing as SEQ ID Nos.: 13,233 - 26,232, 
respectively. It will be noted that some amplicons have 
more than one exon, some exons are contained in more than 

30 one amplicon. 

As detailed in Example 2, expression was 
demonstrated by disposing the amplicons as single exon 
probes on nucleic acid microarrays and then performing two- 
color fluorescent hybridization analysis; significant 
35 expression is based on a statistical confidence that the 
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signal is significantly greater than negative biological 
control spots. The negative biological control is formed 
from spotted DNA sequences from a different species. Here, 
32 sequences from E.Coli were spotted in duplicate to give 

5 a total of 64 spots. 

For each hybridisation (each slide, each colour) 
the median value of the signal from all of the spots is 
determined. The normalised signal value is the arithmetic 
mean of the signal from duplicate spots divided by the 

10 population median. 

Control spots are eliminated if there is more 
that a five-fold difference between each one of the 
duplicate spots raw signals. 

The median of the signal from the remaining 
control spots is calculated and all subsequent calculations 
are done with normalised signals. 

Control spots having a signal of greater than 
median +2.4 (the value 2.4 is roughly 12 times the 
observed standard deviation of control spot populations) 
are eliminated. Spots with such high signals are considered 
to be "outliers". 

The mean and standard deviation of the modified 
control spot populations are calculated. 

The mean + 3x the standard deviation (mean + 
25 (3*SD)) is used as the signal threshold qualifier for that 
particular hybridisation. Thus, individual thresholds are 
determined for each channel and each hybridisation. 

This means that, assuming that the data is 
distributed normally, there is a 99% confidence that any 
signal exceeding the threshold is significant. 

The probes and their expression data are 
presented in Table 4, set forth respectively in Example 5. 
Example 5 presents the subset of probes that is 
significantly expressed in the human placenta and thus 
35 presents the subset of probes that was recognized to be 
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useful for measuring expression of their cognate genes in 
human placenta tissue. 

The sequence of each of the exon probes 
identified by SEQ ID NOS . : 13,233 - 26,232 was individually 
5 used as a BLAST (or, for SWISSPROT, BLASTX) query to 
identify the most similar sequence in each of dbEST, 
SwissProt (BLASTX) , and NR divisions of GenBank. Because 
the query sequences are themselves derived from genomic 
sequence in GenBank, only nongenomic hits from NR were 
10 scored. 

The smallest in value of the BLAST (or BLASTX) 
expect ("E") scores for each query sequence across the 
three database divisions was used as a measure of the 
"expression novelty" of the probe's ORF. Table 4 is sorted 

15 in descending order based on this measure, reported as 

"Most Similar (top) Hit BLAST E Value". Those sequences for 
which no NX Hit E Value" is listed are those exons which were 
found to have no similar sequences. 

As sorted, Table 4 thus lists its respective 

20 probes (by "AMPLICON SEQ ID NO.:" and additionally by the 
SEQ ID NO:, of the exon contained within the probe: "EXON 
SEQ ID NO.:") from least .similar to sequences known to be 
expressed (i.e., highest BLAST E value), at the beginning 
of the table, to most similar to sequences known to be 

25 expressed (i.e., lowest BLAST E value), at the bottom of 
the table. 

Table 4 further provides, for each listed probe, 
the accession number of the database sequence that yielded 
the "Most Similar (top) Hit BLAST E Value", along with the 
30 name of the database in which the database sequence is 
found ("Top Hit Database Source") . 

Table 4 further provides SEQ ID NOS. 
corresponding to the predicted amino acid sequences where 
they have been determined for the probe and exon nucleotide 
35 sequences. These are set out as PEPTIDE SEQ ID NOS.:. The 
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peptide sequences for a given exon are predicted as 
follows: Since each chip exon is a consensus sequence drawn 
from predictions from various exon finding programs (i.e. 
Grail, GeneFinder and GenScan) , the multiple initial ORFs 
5 are first determined in a uniform way according to each 

prediction. In particular, the reading frame for predicting 
the first amino acid in the peptide sequence always starts 
with the first base of any codon and ends with the last 
base of non- termination codon. Next, for each strand of the 
10 exon, initial ORFs are merged into one or more final ORFs 
in an exhaustive process based on the following criteria: 
1) the merging ORFs must be overlapping, and 2) the merging 
ORFs must be in the same frame. 

The Sequence Listing, which is a superset of all 
15 of the data presented in Table 4, further includes, for 

each probe, the most similar hit, with accession number and 
BLAST E value, from the each of the three queried 
databases . 

Table 4 further lists, for each probe, a portion 
20 of the descriptor for the top hit ("Top Hit Descriptor") as 
provided in the sequence database. For those ORFs that are 
similar in sequence, but nonidentical' to known sequences 
(e.g., those with BLAST E values between about le-05 and 
le-100) , the descriptor reveals the likely function of the 
25 protein encoded by the probe's ORF. 

'using BLAST E value cutoffs of le-05 (i.e., 1 x 
10" 5 ) and le-100 (i.e., 1 x lO' 100 ) as evidence of similarity 
to sequences known to be expressed is of course arbitrary: 
in Example 2, supra, a BLAST E value of le-30 was used as 
30 the boundary when only two classes were to be defined for 
analysis (unknown, >le-30; known <le-30) (see also FIG. 8). 
Furthermore, even when the "Most Similar (Top) Hit BLAST E 
Value" is low, e.g., less than about le-100 - which is 
probative evidence that the query sequence has previously 
35 been shown to be expressed - the top hit is highly unlikely 
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exactly to match the probe sequence. 

First, such expression entries typically will not 
have the intronic and/or intergenic sequence present within 
the single exon probes listed in the Table. Second, even 

5 the ORF itself is unlikely in such cases to be present 
identically in the databases, since most of the EST and 
mRNA clones in existing databases include multiple exons, 
without any indication of the location of exon boundaries. 

As noted, the data presented in Table 4 represent 

10 a proper subset of the data present within the attached 
sequence listing. For each amplicon probe (SEQ ID NOs . : 1 
- 13,232) and probe exon (SEQ ID NOs.: 13,233 - 26,232, 
respectively) , the sequence listing further provides, 
through iterated annotation fields <220> and <223>: 

15 (a) the accession number of the BAC from which 

the sequence was derived ("MAP TO"), thus providing a link 
to the chromosomal map location and other information about 
the genomic milieu of the probe sequence; 

(b) the most similar sequence provided by BLAST 
20 query of the EST database, with accession number and BLAST 

E value for the "hit"; 

(c) the most similar sequence provided by BLAST 
query of the GenBank NR database, with accession number and 
BLAST E value for the "hit"; and 

25 (d) the most similar sequence provided by BLASTX 

query of the SWISSPROT database, with accession number and 
BLAST E value for the "hit". 



30 EXAMPLE 5 

Genome -Derived Single Exon Probes Useful For Measuring 
Expression of Genes in Human Placenta 



35 



Table 4 (550 pages) presents expression, homology, and 
functional information for the genome -derived single exon 
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probes that are expressed significantly in human placenta. 



92 



WO 01/57272 



PCT/US01/00663 




93 



WO 01/57272 



PCT/US01/00663 



8 

!£ * 

o _ 
CM -Q 
CD 



& 
Q. 

© 

C 

CO 



D> [ 

a. - 



Q 
f 
& 



• OS 



1 



1 

CO 



£13 



5* 

X 



£i|-S 

lis* 



s 6 



CO 

3 



3 



s 

CD 
CO 



Q 



8 



5 



P o o 



5 



CD 
CD 



S 



2 

o> 



94 



WO 01/57272 



PCT/US01/00663 



5 

Q 



CL 

c 



o 
in 

10 * 
*^ — 
o a) x 
<o S LU 



CD . 
CD 

Q_ 



3 



"8 



II 

si 



So 

© * — ' 
W CM 



5 £ 



< 

Z 
(T 
E 
c 

1 
I 



0> 



1 
2l 



CO 
OJI 



E 

to 

3 



< 

Z 
E 



< 
z 

E 

V) 



llJ 

Q 



1 



E 



2 

•5 



3 

o 

I 

X 

5 

o 

5 



1 



- 3 

if 



i 



: Mi 



3 
O 
UJ 



< 
z 

9 

LU 
Li. 

8! 

ED 



O 
10 
DC 
■ => 

o 



Q_ 

z 

LU 

h- 

o 

0- 

o 
1 o 



LU 



to 

X 



2 
Q. 

I 

Q 

CD 
C 



Z 



3 



CL 



(0 



is 

1 

& 



9 



3 



3 



EIl-5 



o 

? 

LU 

CD 



LU 



? 

UJ 



LU 



lU 
CO 



ir 



CO 

S 



3 

o 

8 



8 



s 

CM 



O Q .. 

-gag 



8 



o 

to 

CO 



8 



s 



95 



WO 01/57272 



PCT/US01/00663 




96 



WO 01/57272 



PCT/US01/00663 




97 



WO 01/57272 



PCT/USOJ/00663 




98 



WO 01/57272 



PCT/US01/00663 




99 



WO 01/57272 



PCT/US01/00663 




JOO 



WO 01/57272 



PCT/US01/00663 




101 



WO 01/57272 



PCT/US01/00663 



CD 
O 
CO 

Q. 

c 



o 

o 2 l3 

J? 

Q. 



I 



a 



s 

Q. 

I 

c 

(75 



Si 



I 



SI 



■8 
2 



1 



o 

a: 

Ol 

8 
£ 



8 



o 

LU 
CO 
< 

z 

Q 

O 
UJ 

p 



O 

- 0"? 
DC 

.3 
■B 

Q_ 



UJ 

O 

(0 

O 
2 
O 

QC 
X 

o 
z 



b 

.8 



* < 

• X 

Q_ 



O ^ ST - 

£ o r 
a: 
: cl 

s 2 5 

I — I — n 

z o 

Q uj S 
w Q- z . 

Sl2-uT . 

O UJ CO 

o>z"5 

Z UJ 3 
JQ. Z 

2 a g" 

ig; 



s 

d 



Si 



8 



f- 
O 
DC 
0- 

CO 



o 

? 

UJ 



102 



WO 01/57272 



PCT/US01/00663 




103 



WO 01/57272 



PCT/US01/00663 




104 



WO 01/57272 



PCT/US01/00663 




105 



WO 01/57272 



PCT/US01/00663 



i 

<D 
O 
TO 



o 



o 



© x 
5 liJ 



a> I— © 
Q. 



o 



is 



2 



go 



E < E 
ul O s k 

liti 



HI 

O 



Ul 

< 
2 



"8 

B 
_© 

Q. 

E 

8 



II 

J UJ 
CO CO 

a. < 
x a 

J9 UJ 
"m Q- 

J o 

3| 

a _! 
QjO 

o 
CO? 

§2 
1 

cr 15 



T3 
< 
2 
Q 



a: 
o 

2 



a: 
a 
z 
_i 

=5 
. Q 
O 

O 

a: 
=> 



3 

s 

o 

co 
m 
± 



in 



o 



3 
a 

" o 



CM 



2 
X 

& 

UJ 



D 

X, 



CM 



O 

I 



CO 



8 



8 



106 



WO 01/57272 



PCT/US01/00663 




107 



WO 01/57272 



PCT/US01/00663 



o 
in 
m 



2 s u5 



CD 
CO 
CL 




108 



WO 01/57272 



PCT/US01/00663 




109 



WO 01/57272 



PCT/US01/00663 




110 



WO 01/57272 



PCT/US01/00663 




111 



WO 01/57272 



PCT/US01/00663 




112 



WO 01/57272 



PCT/US01/00663 



o 



o 
w 

CO 



i 

TO 
Q_ 
c 



CO 
G> 
£2 

2 

QL 

1 

0) 



1 



"8 



£1 



5 OL 
O CO 



^ a. 



5 



£ "8 I* 



lis 



Hi 



CO 

1 

a. 

g 



8 



O 
01 
CL 

g 
I 



x 




UJ 



8& 



o 

91° 

O 



8 



113 



WO 01/57272 PCT/US01/00663 




114 



WO 01/57272 



PCT/US01/00663 




115 



WO 01/57272 



PCT/US01/00663 




116 



WO 01/57272 



PCT/US01/00663 




117 



WO 01/57272 



PCT/US01/00663 



Q 
X 



CO 
c 

8 

CO 
Q. 
c 

o 1 
to 

O * 

S, 1 " - 

CO 



a 



1 



<1) "O 

5 8 



£ 3 
X 

o » 

If & 

|l 

o a 

2 E 



2^! 



g 

& 
£ 



< 

2T 

or 

E 



g 

8 -3 

8. 



1 



|i 

II 
2 E 



e 

a. 

1 

c 



5 g 



X 

& 



M « ui 

o Co 



•55 "S 



8 



O 



isi 

CO 



g 



i 



Q 



e a § 



118 



WO 01/57272 



PCT/US01/00663 




119 



WO 01/57272 



PCT/US01/00663 




120 



WO 01/57272 



PCT/US01/00663 




121 



WO 01/57272 



PCT/US01/00663 




122 



WO 01/57272 



PCT/US01/00663 




123 



WO 01/57272 



PCT/US01/00663 



o $ 

LO $ 

"Sol 
8 s "J 

£ 2 

c 
o 

<D 

f 
{/) 




124 



WO 01/57272 



PCT/US01/00663 




125 



WO 01/57272 



PCT/US01/00663 



o 
in 

S-a 
© i- 



5 

c 

§ 

Q. 

c 

TJ 

CD 

§ 

.2 

Oi 
<D 

P 



8 



f 



O c 



e e 



E 

CL 

8 

I 



Q. 

lU 

X 



111 

O 



1 
E 



I 



■5 



1 



"8 



5 

CO 

1 



5 



i 
S 

© 

f: 

CO 

I 

I s 

.2 
*» 

■I 



Q 

UJ 



z 
o 



I 



"8 

E 



s 

f 



1 



c 

o 



3 



z 



9 



CO 



CM 

eg 



a 



CO 

< 




s 



d 



r 



o 
o 



S 



UJ z 



3 



8 



3 
8 



»9.. 



8 



126 



WO 01/57272 



PCT/US01/00663 




127 



WO 01/57272 



PCT/US01/00663 




128 



WO 01/57272 



PCT/US01/00663 



Q 
* 



c 

8 

TO 
Q_ 



10 

I 

© 

CO 

c 



X 



i! = ui 

P X i_ <D 

1131 



1 



s? 



s 



8 



8 



[3 



■8 



■5. 

. E. 



<9 
S 



5 

8 

..f 



LU 
DC 
Q 

1 



s 

<" 



0. 

! 



z 

UJ 

- 

s 

00 

o 

X 

□u 

o 

e 

X 



> 



9 



a a 

~ to 



<o 



5 



S o 

§ 9 



oo 

LU Z 
<0 



I 



6 



IS* 



2 5 

tj- in 



to 

s 



129 



WO 01/57272 



PCT/US01/00663 



o 



DC 
ID 



"8 



LU 

o 
< 

5 



* 



I 

I 
Q_ 

c 

o 

IS « 
•5* 

« t- _ 

(0 o 

A- I 



(0 



e 

S 
1 



75 
< 
Z 
D 



Q 
Z 
< 

5 

1 

X 
Z 



i 

x 



i- 
o 

DC 
CL 
CO 
CO 

to 



1 3U 
5131 



o Cm 



5 



o 

O 



8 



3 
1 

to 



< 

z 



1 

-Q 



5 

CO 



o 
a: 



< 

X 

t» 

Ui 



CO 

e 
< 



< 

z 



E 



t 



< 

i 

E 



§ 

Q_ 

CO 

CO 



1 

CO 



x. 



z 
< 



e 



r ID 

II 
1 



o 

DC 

0_ 

co 
w 

to 



S ! 

ii 

si 



CO 



9 
3 



Q. _ 



s s 



2 S--o?5 



e- a) 



=5 3 



I. 



1 



ft 



B 

CO 



€0 

5 

CO 



Isi 



5 



S 



8 

8 



130 



WO 01/57272 



PCT/US01/00663 



i 
* 



1 

CL 

o f 

g 3 m 
o £ 8 

CO o 



HI 



1 



1 



9J 



S * 

X s 

in E 
cm 5 
E • 
m o 

I .£ 

§ i 
© 

i I 



c 




CO 




8 

2 


No. 


X 




CL 




1 






LU 



2 



8 



11 

to 



So 
O 



isi 

(0 



© 9 .. 
•Sag 



131 



WO 01/57272 



PCT/US01/00663 




132 



WO 01/57272 



PCT/US01/00663 



x 



s 

a 



o 
10 
10 

C 
O 



a en 

'I 



c-s 



H 



5 

o c 



2 o 

"~ a- 

|| g 
BY Z 



ll! 

111 

0) „ mm 

ni 

III 



I 



CO 

3 



tu 
a 

s 



< 



< 
z 

a: 



3 
o 



i 

< 

. z 



1 



1 



5 

Q. 

."3 

a 
8 



i 



4 

3 

E 

1 



CD 



E 



< 
2 



< 
z 



z 



9 



■E 

I 



UJ 

C3 



. < 
Z 



Ui 

Q 



< 
Z 

"3 

ca 

. i. 



o 
o 

2 

z 



z- 



X 

a 

s 

1 
ft 



s 



X 

z, 



CD g 

II 



3 

8 



5 
z 

& 
5 



CM 
O 
CD 



: % 



J 

1 » 

CJL 

ll 

« 1 

£8 



3 
X 



J- 
Z 



Z 

< 

X 

CO 
UI 



3 
X, 



z 

3 



Z 



c 

to 



x 



s 



CM 

8 



UJ 
0) 



1«UI 

8131 



3 



9 

UJ 

o 



s 



UJ Q 



18 

C0 

3 



CM 



o 5 

ID Z 

CO 



o 

n 

CO 



133 



WO 01/57272 



PCT/USO 1/00663 



o 

i 



LU 

O 



I 

o 

< 



X 

CO 

5 



8 

CL 

C 

o 

LO 

Tf 

° © X 

CO o 

I 



1 



! I 



"8 
I 
•t 
I 8 - 

E t» 
■to £ 

& I 



1 



il 

"S. 
E 

8 



E o> 

■2 Q 

E E 

8 -o 

5 g 



o 
u. 

LU 



X 

o 

2 
LU 
</> 
LU 



LU 



[ < 



§ 

I 

O 

2 , 

z 



2 ? 

— 1 

X 

P 

i£ CO 

x& 

O O LU 

"L uj 5 

CL — 

o z 

CO LU 

or 



S" o 
DC 
X Q- 

QC ° 
u- X 



X, 



Z 



X 

CO 



5 
to 



r- 
O 



I 



life 
ill 



9 

LU 

09 
CD 



„, O 

iS 

o 



12 



8 



5 



134 



WO 01/57272 



PCT/US01/00663 




135 



WO 01/57272 



PCT/US01/00663 



o 

LO 

o 



5 

CD 



_ CL 

© X 

5 HI 

.© to 



■a 

E 



2 



5 



i 



ii 



o 



00 



o 

< 



8 



§ 

ZD 



Jj ~ W 
m T CD 



9 

LU 



o Q 

■8 ao 



136 



WO 01/57272 



PCT/US01/00663 



1 

X 



8 



s 

5 LU 



3 
I' 

03 
CL 



Si 



1 



© o 

JZ 

■M 
i§ 



LU 

o 



"8 
■s 



2 

oo 

05 



5 



CO 

t5 



1 



E 

CL 
111 
Z 



S 



< 
z 



o 



: s~ 

• r-- 
o 



1 

CL 

f 



< 

z 



i 



CL 
Z 
til 
1- 

o 
tr 
a. 
x 
o 

S 

z 



a 
o 
E 
a) 

s 



I 



-5 



2 
a 

I 

© 



|1| 



O 

a: 

CL 

to 

1 <0 

$ 
CO 



2 

i 



if 



8 

s 



5 



3 



J ±± LU 

E x H 



Cm 



s 

•3 -a 

CO 



O 

tog 

oc Q 
o 



o o 

LU Z 
CO 



3 

CO 



137 



WO 01/57272 



PCT/US01/00663 




138 



WO 01/57272 



PCT/US01/00663 




139 



WO 01/57272 



PCT/US01/00663 




140 



WO 01/57272 



PCTAJS01/00663 




141 



WO 01/57272 



PCT/US01/00663 




142 



WO 01/57272 



PCT/US01/00663 




143 



WO 01/57272 



PCT/US01/00663 




144 



WO 01/57272 



PCT/US01/00663 




145 



WO 01/57272 



PCT/US01/00663 




146 



WO 01/57272 PCTAJS01/00663 




147 



i 

WO 01/57272 PCT/US01/00663 



Q 



3 



II 

"5. X 
■\% 

s | 

5 CD 
I CO 

jl 

W O 

gs 

TO O 



CL 

o 



I 

1 



E 
5 



15 



•5 
o 



5 

8 



o 



"EL X 

© CD 
1 CO 
O cO 

la 
55 
S8 
S<8 

a 5 



a. 
o 
x 
z 



z 

CD 



s 

CD 

s 



LU 



o 

3 



LU 

1 



.c 



1 



2 



< 
Z 



i 

o 
a 

X 

: z 



"8 
1 



* a: 
i o 

O 

el 

do ; 



I 8 



r- CD 

85 



z 
< 

X 
UJ 



3 
X 



CM 

5 



i 



3 

3 



^ ^ UJ 

E X ,_ © 



9 

s 



i 



9 



I 



o ,. 

w 6 
z 

Q 



CO 



5 9 



CO 



8 



• 9,. 



148 



WO 01/57272 PCT/US01/00663 




149 



WO 01/57272 



PCT/US01/00663 




150 



WO 01/57272 



PCT/US01/00663 




151 



WO 01/57272 



PCT/US01/00663 




152 



WO 01/57272 



PCT/US01/00663 



x 



I 

o 

S 

c 



o 
in 
10 



s; s uj 



E 

J? 



UJ 

O 
<c 

I 

s 

< 



UJ 

o 



DC 
E 



O 
O 



o 



I 



3 

z 



X 
o 

'§ 

2 



X 
< 
CD 
Q 



1 

i" 

w 

J 

5 



O) 



3 

a 



•S 

2 



< 

z 



o 

CD 



o 

CD 

o 



o 

CO 



Q 

■8 

Q. 

. Z 

CD 

s 

73 
< 
z 



z 

UJ 

- 
O 

or 
o_ 
o 
z 

UJ 

o 
o 
z 



O 

w 

D 
O 



X 

u 
z 



1 X 

; z 



1 
§ 



o 
o 



X 

z 



CD 

> 



o 
z 



1 



o < 



s 

a: 



g 

o 

X 



I 

|> E 



CD 
CO 

Q- 



S 

I 



x g g 



5! 



X 
UJ 



3 : 



3 

> 



2 

. X, 



8 



CD 

S 
5 

3 



3 

X 

Ui 1 



5 
< 



3 
X 

I- 
(/) 
UJ 



z 

i 

X, 



UJ 
_J 

O 
Q 
UJ 
W 
< 
UJ 
— 

•2 

Ql 
UJ 

i z 
cc: 

UJ 



3 

CD 

i 

CL 



3 



SI ! 

O 1 

d : 



< 



I** 

ill? 



IN 



si 



9 

UJ 



9 

UJ 



9 

UJ 1 



CO 

6 



b 



3 



3 

evl 



O 

so 
si 

o 



si 

CO 



lo! 



CM 



1 



153 



WO 01/57272 



PCT/US01/00663 



8 
o 

& 



I 
8 

a 



o 

° © 
CO 
D) 



Q. 

•3 



t 



I 



Z 
UJ 

2g 



LLi 

b Q 
r < 

j> Si 



o 

5 



O 

X 



a: 

UJ 

! P 
•« z 

UJ h- 

0 UJ 
Z 

15 

is 
is 

1 1 

i UJ 

U 

1 DC 

S3- 

u. 
z 

SI 

iP 

III 



a. 



UJ 



. < 
z 
a: 

E 



a 

1 

c 
CO 



K g CO 



I— I 

z ; 



UJ 



i 



Jl 22 UJ 

E 1 I— 2 

lS3> 



9 9 

UJ UJ 

o p 



9 9 



S 



•3 "3 



<M 

i- 1 ib 



CM 



O 

uj 6 



s 9 



a § 
8 Z 



S 

s 

CM 



8 



8 



<D Q .. 

f OO 



CM 



154 



WO 01/57272 



PCT/US01/00663 




155 



WO 01/57272 



PCT/US01/00663 




156 



WO 01/57272 



PCT/US01/00663 




157 



WO 01/57272 



PCT/USO 1/00663 




158 



WO 01/57272 



PCT/US01/00663 



z 
□ 

CQ 



CD 

lii 
<2 



3 

5 



Q 

S 



CO 
C 



Q_ 



10 

£ S 

I 
© 

CD 

c 

(7) 



Oft 



E 
Q 



O 

o 



S 8 3 



T5 

3 

x 



a s uj 

•Site S 

|62> 



© 

CO 



CO 



UJ 



E 

8 

o 

8 



E 
5 



til 



0 
E 



lii 
O 



9 



s 

E 
S3 



o 

.5 



co 

s. 



< 
z 



9 



E 
o 
X 

CO 

o 

X 

z 

oE 



5 

2 CP . 



x, 



1- 
z 



D 
I 

h- 

V) 
UJ 



3 

CD 
CO 



9 

S 1 

CO 



3 



i 
I 



CO 

3 



3 

CO 



< 
z 
Q 



3 



E 
o 
X 



8 



X 

z 



< 

f 



Q 
Z 

I 

o 



1^ 

< 

z 

a: 

E 



z 
ffl 



■E 
Q 



2 



c/) 

UJ 



3 
3:, 



3 
5 

I 
S 



I 

9 

UJ 



DC 9 

o 



IS 



s 



CD Q 



8 

8 



159 



WO 01/57272 



PCT/US01/00663 




160 



WO 01/57272 



PCTYUS01/00663 




161 



WO 01/57272 



PCT/US01/00663 




162 



WO 01/57272 



PCT/US01/00663 




163 



WO 01/57272 



PCT/US01/00663 




164 



WO 01/57272 



PCT/US01/00663 




165 



WO 01/57272 



PCT/US01/00663 




166 



WO 01/57272 



PCT/US01/00663 




167 



WO 01/57272 



PCT/US01/00663 




168 



WO 01/57272 



PCT/US01/00663 



i 

o. 

c 

o 

m 

t s iB 

H 2 
2 
a 

I 

a» 
cn 
c 



z 
5 



E 
55 



„ J- 

o o 

_l CL 

~ Dl 

OO 



58 



1* § 



18 •• 



1 ? I 



f 



jo 8 



a si 



« CO 



6 -rj CO 



}5 



<o E 
■c o ^ 



SI 



3 13 



-a 

be: 



•i 



= .5 2 
-o *» JS 
o ^3 

its 

" is 

■ s 
i o js 

3 ' -b 

ISi 

£ m - 

Sow 



o 
<< 
z 

9 

CO 

f 



CD 
CD 

£ 



E3 



X 



■S =S UJ 

i!S* 



CNi 



5 



O .. 

UJ o 
</>§ 

tc 9 
o 



IS 



169 



WO 01/57272 



PCT/US01/00663 




170 



WO 01/57272 



PCT/US01/00663 




171 



WO 01/57272 



PCT/US01/00663 



1 

DL 



O 
10 



° © 5? 



!1 



8.5 



S3 



^ o 



-s 



io E 

f| 
5 i 



J 



< 
Z 



Q 



5' 



s 



i? 



< 

Z 
E 

ST 

CL 
00 
CM 

3 
8 



5 
Q 



. 2 



O 



o 
o 



X 

z 
5 



6 s 



f 



CO 
DL 



2 

CL 

I 

© 

c 
CO 



CD 



8 
S? 



CQ 



8i 



CD 

5 



: Q 



8 



S 



© 9 



172 



WO 01/57272 



PCT/US01/00663 




173 



WO 01/57272 



PCT/US01/00663 




174 



WO 01/57272 



PCT/US01/00663 




175 



WO 01/57272 



PCT/US01/00663 




176 



WO 01/57272 



PCT/US01/00663 




177 



WO 01/57272 



PCT/USO 1/00663 




178 



WO 01/57272 



PCT/US01/00663 



Q 

S 



1 

8 

TO. 

a 



o 
vo 

o\- _ 
s? -a 

CO o 

I 

05 



i 

i 



si 



1 



E 
o 

L 

51 
it 



?! 



OT O 
o 

o — 

© O 



I 

o 



9 



X 

© 

g 

ft 

85. 



I 5 



8 




a 
O 

' CL 
< 
O 

o 
o 



I 

c 

3 



*3 



z 



3 

X 
UJ 



=± — HI 

EI|-S 



8 
3 



< 



s 

- a) 



a 

ID cS 

s 9 



CO 



i 

GO 



fog 



CM CM 
CO CO 
CO CO 



CM 



179 



WO 01/57272 



PCT/US01/00663 




180 



WO 01/57272 



PCT/US01/00663 




181 



WO 01/57272 



PCT/US01/00663 




182 



WO 01/57272 



PCT/US01/00663 




183 



WO 01/57272 



PCT/USOl/00663 



2 
o 
x 
* 



I 

CD 

8 

Q. 



s 

O - 
GO 

°- a 



3 -i 
I 



■a? 
5 ■ 



t i 



I 

eg q. 



0 £ 

1 o. 

CD E 
CO g 

8 



1 o 



fj. 

a> r 



i 



SI 

o ^ 



il 



co E 



» < 
Z 

a: 
E 



< 



E 

. X 



8§ 



QL 



2 



c 



5 



to 

T- 

5 




s 



q .. 
o 

a: 9 
o 



log 



5 



S 



i 

CO 



184 



WO 01/57272 



PCT/USOJ/00663 




185 



WO 01/57272 



PCT/USOJ/00663 



Q 



8 

Q. 



o 5 

5 » x 

© i- _ 

£ £ 



I 



8 



13 
< 
Z 
Q 



E tC 
° O 

i,8 5 

_ lUJ o 

II 



E -g 

, => w 
(UNA 



s 



LU 

o 

§ 

io 

X > 



E 

8 

a> 
£ 

33. 



CO 



X 



as 

5 



a 



III- » 



I 



9 



a 

si 

o 



si 



Si 



fag 

>- iTi y 



*8 



186 



WO 01/57272 



PCT/US01/00663 




187 



WO 01/57272 



PCT/US01/00663 




188 



WO 01/57272 



PCTYUS01/00663 




189 



WO 01/57272 



PCT/US01/00663 




190 



WO 01/57272 



PCTAJS01/00663 




191 



WO 01/57272 



PCT/US01/00663 




192 



WO 01/57272 



PCT/US01/00663 




193 



WO 01/57272 



PCT/USO 1/00663 




194 



WO 01/57272 



PCT/US01/00663 



8 

© I- © 

a ^ 

CO P 

i 

55 



1 



1 



1 



ii 



a 

1 



if 

O < 

si 



if 

O 



o 
til 

3 o 
< 



LU 

o 
< 

5 



5 



-3 



E 

i 

z 
5 



5 O 

IS 

5 Q 



o 

CO 

o 



V 



< 
z 



X 

s» 

HI 



o 

DC 



i 



X 




s 



a .. 

UJ n 

<° z 

a. ~r 

a: 9 

o 



8 



O 



8 



195 



WO 01/57272 



PCT/US01/00663 



CD 



CL 

<V> 
<D 
-Q 

e 

CL 

I 

CO 

c 
CO 



"0 

< •- 

o X 
5. O 

sg 

l-i 

' O 
oj li- 
fe O 

!§ 

o 5 

8S 

c W 

0> CL 



o to 

O 00 



tf> 

CD 

I 

8 

§ 

Q_ 



5 

E 

g 
CO 

1 

a 



i 



i: 



3 



3 
X 

I- 

co 

HI 



5 



< 
X 



X 



?3 
8 



5 



CO 

5 



8 



3 



I 

CD 



I x K 2> 



S 



s 



s 



ii 



3 

o 



a .. 

Hi Q 

a: 9 
o 



CO 

5 

3 



ii 



ft 



log 



8 
3 



196 



WO 01/57272 



PCT/US01/00663 




197 



WO 01/57272 



PCT/USO 1/00663 




198 



WO 01/57272 



PCT/US01/00663 




199 



WO 01/57272 



PCT/US01/00663 




200 



WO 01/57272 



PCT/USO 1/00663 




201 



WO 01/57272 



PCT/US01/00663 




202 



WO 01/57272 



PCT/US01/00663 




203 



WO 01/57272 



PCT/US01/00663 



.9- 



X 

I 



0- 

c 



-a 



o 

CD <o 
© H « 
CD -g 

cs 8 

Q- OL 

1 

© 

CO 



5f 5 



5 s » 



2ml 



g 6 

.8| 

:-•§. 

if 
[I 

11 



2 

2 cl 



•5 E 
"I 

T- —I 

5 



2 -s 

si 



3 



5 



< 

i 



"5- ' 



D 
I 



o 



e 



8 _ 

- fc 

*3 



Ms 

<? & 8 

« a. a> 

if 



I 



=. 
■8 

"5 



3 



£ 8 



© 11 ; 



3 Q o 



> E 
—i o 



o "3 
z E S 



13 



< 



C O £ CM ID 

5 if s§ 



CD O- — > 



I 2 g 



Z 



s 
& 



SI 15 % 




tvi 



< 



Si 



_ O) -dH I 

TI » to i 

S 8 " 

slE- 



o 



9 9 



CO P) CO CO CO 



So 

£| 

a: 9 
o 



8^ 



204 



WO 01/57272 



PCTAJS01/00663 




205 



WO 01/57272 



PCT/US01/00663 




206 



WO 01/57272 



PCT/USO 1/00663 




207 



WO 01/57272 



PCT/US01/00663 




208 



WO 01/57272 PCT/US01/00663 




209 



WO 01/57272 



PCT/US01/00663 




210 



WO 01/57272 



PCT/US01/00663 




211 



WO 01/57272 



PCT/US01/00663 




212 



WO 01/57272 



PCTAJS01/00663 




213 



WO 01/57272 



PCT/US01/00663 




214 



WO 01/57272 



PCT/US01/00663 



Q 
I 

8 



1 
I 

O © 

- g 

o * S. 
25 LU 

t- (0 (0 

2 

Q. 

c 

q 



s 



03 
CL 



J2 



CO 



X 




i 



I 



s 



T8 

1 

•i 



= 1 



in 



2 



X 



2 



< 
Z 



X 

r' 

3 
< 



• X 

o 



'3. , 

S 



z 



a: 



z 



Z 



"8 

"3 



I 



Z> 
X. 



X 



o 

ft 

X 



s 



8 



oi 
9 
m 

CO 
G) 



8 

00 



O 

w z 
o 



8 : 



isi 



to 
Si 



Q 



215 



WO 01/57272 



PCT/US01/00663 




216 



WO 01/57272 



PCT/US01/00663 




217 



WO 01/57272 



PCT/US01/00663 




218 



WO 01/57272 



PCT/US01/00663 




219 



WO 01/57272 



PCT/US01/00663 




220 



WO 01/57272 



PCT/US01/00663 




221 



WO 01/57272 



PCT/US01/00663 




222 



WO 01/57272 



PCT/USO 1/00663 




223 



WO 01/57272 PCT/US01/00663 




224 



WO 01/57272 



PCT/US01/00663 




225 



WO 01/57272 



PCT/USO 1/00663 




226 



WO 01/57272 



PCT/USO 1/00663 




227 



WO 01/57272 PCT/US01/00663 




228 



WO 01/57272 



PCT/US01/00663 




229 



WO 01/57272 



PCT/US01/00663 




230 



WO 01/57272 



PCT/US01/00663 




231 



WO 01/57272 



PCT/US01/00663 




232 



WO 01/57272 



PCT/US01/00663 




233 



WO 01/57272 



PCT/US01/00663 




234 



WO 01/57272 



PCT/US01/00663 




235 



WO 01/57272 



PCT/US01/00663 




236 



WO 01/57272 



PCT/US01/00663 




237 



WO 01/57272 



PCT/US01/00663 




238 



WO 01/57272 



PCT/US01/00663 




239 



WO 01/57272 



PCT/USO 1/00663 




240 



WO 01/57272 



PCT/US01/00663 




241 



WO 01/57272 



PCT/US01/00663 




242 



WO 01/57272 



PCT/US01/00663 




243 



WO 01/57272 



PCT/US01/00663 




244 



WO 01/57272 



PCT/US01/00663 




245 



WO 01/57272 



PCT/US01/00663 




246 



WO 01/57272 



PCT/US01/00663 




247 



WO 01/57272 



PCT/US01/00663 




248 



WO 01/57272 



PCT7US01/00663 




249 



WO 01/57272 



PCT/US01/00663 




250 



WO 01/57272 



PCT/US01/00663 




251 



WO 01/57272 



PCT/US01/00663 




252 



WO 01/57272 



PCT/US01/00663 




253 



WO 01/57272 



PCT/US01/00663 




254 



WO 01/57272 



PCT/US01/00663 




255 



WO 01/57272 



PCT/US01/00663 




256 



WO 01/57272 



PCT/US01/00663 




257 



WO 01/57272 



PCT/US01/00663 




258 



WO 01/57272 



PCT/US01/00663 




259 



WO 01/57272 



PCT/US01/00663 




260 



WO 01/57272 



PCT/US01/00663 




261 



WO 01/57272 



PCT/US01/00663 




262 



WO 01/57272 



PCT/USO 1/00663 




263 



WO 01/57272 



PCT/US01/00663 




264 



WO 01/57272 



PCT/US01/00663 




265 



WO 01/57272 



PCT/US01/00663 




266 



WO 01/57272 



PCT/US01/00663 




267 



WO 01/57272 



PCT/US01/00663 




268 



WO 01/57272 



PCT/US01/00663 




269 



WO 01/57272 



PCT/US01/00663 



D 



s 



! 

8 

a 

c 



CO — 

? & 

a e 



5 1 



CO QC 
1^ < 



M 

— to 
.S c 

<1 

Z ° 

- u 

co 

n 
§ i 

a: 

_ Dl 



5 



CO 
CO 



UJ 

5 



< 

Z 



co 

X 



1 



E 
o 
X 



CO _ 



O 

o 
5 I 
z 

CM 



_j xj- _j -<r 



E 
o 
X 



CD » 

c? 

a. 



e 

Ol 

I 

CD 



3 


ZD 


=> 


X 


X 


X 


h- 




\— 


CO 




CO 


HI 


LU 


UJ 



z 



13 



z 



£ in 



< 5 



•2 ^ UJ 

pi 1 



9 

LU 



a . 

a© 

o 



UJ z 

CO 



<» rr 2t 



• 9 



*8 



270 



WO 01/57272 



PCT/US01/00663 




271 



WO 01/57272 



PCT/US01/00663 




272 



WO 01/57272 



PCT/US01/00663 




273 



WO 01/57272 



PCT7US01/00663 




274 



WO 01/57272 



PCT/US01/00663 




275 



WO 01/57272 PCT/US01/00663 




276 



WO 01/57272 



PCT/US01/00663 




277 



WO 01/57272 



PCT/US01/00663 




278 



WO 01/57272 



PCT/US01/00663 




279 



WO 01/57272 



PCT/US01/00663 




280 



WO 01/57272 



PCT/US01/00663 




281 



WO 01/57272 



PCTAJS01/00C63 




282 



WO 01/57272 



PCT/US01/00663 




283 



WO 01/57272 



PCT/US01/00663 




284 



WO 01/57272 



PCT/US01/00663 




285 



WO 01/57272 



PCT/USO 1/00663 




286 



WO 01/57272 



PCT/US01/00663 




r 3§ 



t 



5 a 



5? 



O IO h» h- h- CO ^ 



287 



WO 01/57272 



PCT/US01/00663 




288 



WO 01/57272 



PCT/US01/00663 




289 



WO 01/57272 



PCT/USO 1/00663 




290 



WO 01/57272 



PCT/US01/00663 



c 



-a 



o 

0- CL 



8 



c 

0) 

81 

w | CD 

Si 
z g 



o 

m 

"£ CO 

S £ 



of 
o 

CO 

a: 



tu 

OH 
CL 

z 
□j 
to 

eg 
< 
X 

< 
UJ 

<o 



o 
a: 



4 

a: 



1 



Si 



1 



i 



||| 



o 



co 

CO 

<: 

CO 



§ 

si 



§ s Ul 




9 1 

UJ I 



5_ 



o . 

CO § 



g 



Q 

*8 Z 



291 



WO 01/57272 



PCT/US01/00663 




292 



WO 01/57272 



PCT/US01/00663 




293 



WO 01/57272 



PCT/US01/00663 




294 



WO 01/57272 



PCT/US01/00663 




295 



WO 01/57272 



PCT/US01/00663 




296 



WO 01/57272 



PCT/US01/00663 



x 



o 



1 

CL 
c 



CM CO 

c 
o 



.2 

c 



H g 03 



| 

if 
If 

"8 8 
1 I 
S" S. 
Ip 

II 
It 

i i 



73 
I 

2 

i- 
It 

■g 8 

1 f 

<D 

II 

a. 3 
& 1 

3 & 
S § 
a ■» 

s -g 

i2 

2 0- 



n 

I? 

it 
fl 

1 1 



LATED 


jj 

5 


3 : 


D 


EG 


5 

u 


a: 




z 


z 






o 


O 


Q 




z 


2* 


u 


u 


5 


5 


or 




0_ 


EL 


CO 




5c 




Q 








8 






CO 






ID 






o 

LU 




c 








x 






CO 


CO 


z 


z 


LU 


11 


— 


— 


o 


o 


£ 




a 


Q_ 




o 


S 


z 


z 


Z 






£ 




Z 


Z 


O 


o 


o 


o 






LU 






il a" 




a: oc 


X £ 


iS 


CO > 


to > 


3 >• 


o >- 


CO CD 


CO CO 



3 
I 

3 

I 



1 



9 



1 

z 
z 

J 



D 

a 

z 



CO 



•s 

- CO 



CO ^ 



o 

I 



S3 



O 

z 



s 

sl 



o 
a: 



D 

X. 



I. 



X. 



x 



< 



" CO 



M « LU 

3131 



9 



2 



S 

o 



J 

v> "9 
*» c 

£ J? 



S 9 



s 



co 

I 



5 



CO 



297 



WO 01/57272 



PCT/US01/00663 




298 



WO 01/57272 



PCT/US01/00663 




299 



WO 01/57272 



PCT/USO 1/00663 




300 



WO 01/57272 



PCI7US01/00663 




301 



WO 01/57272 



PCT/US01/00663 




302 



WO 01/57272 



PCT/US01/00663 




303 



WO 01/57272 



PCT/US01/00663 




304 



WO 01/57272 



PCT/US01/00663 




305 



WO 01/57272 



PCT/US01/00663 




306 



WO 01/57272 



PCT/US01/00663 




307 



WO 01/57272 



PCT/US01/00663 




308 



WO 01/57272 PCT/US01/00663 




309 



WO 01/57272 



PCT/US01/00663 




310 



WO 01/57272 



PCT/US01/00663 




311 



WO 01/57272 



PCT/US01/00663 




312 



WO 01/57272 



PCT/US01/00663 




313 



WO 01/57272 



PCT/US01/00663 




314 



WO 01/57272 



PCT/US01/00663 



o 

s 




315 



WO 01/57272 



PCT/US01/00663 




316 



WO 01/57272 



PCT/US01/00663 




317 



WO 01/57272 



PCT/US01/00663 




318 



WO 01/57272 



PCT/US01/00663 




319 



WO 01/57272 



PCT/US01/00663 




320 



WO 01/57272 



PCT/US01/00663 




321 



WO 01/57272 



PCT/US01/00663 




322 



WO 01/57272 



PCT/US01/00663 




323 



WO 01/57272 



PCT/US01/00663 




324 



WO 01/57272 



PCT/US01/00663 




325 



WO 01/57272 



PCT/US01/00663 



o 
eg 



o 

3 s u5 

© r- 

5? 

CL 



2 

Q. 

I 

© 

C 



t 



ft! 



5 



CD 

E 



B 

M 

I 



UJ 

o 



< 
z 

s 

t 



g 

13 
< 
Z 
Q 
o 

CO 

& 

a. 
o 

i 

X 
CL 

s 

JQ 

z 



UJ 

z 

< 
z 
o 



p 



ZD 
X 

UJ 



Z3 
I. 



3, 



UJ 

o 



I 

< 
z 

Q 



Q. 



i 

D 
X 

H 

CO 
UJ 



u> 

CM 



CO 

LU 



§ 

X* 



•1 



o 
z 

CO 

o 
5 



X 

(/) 
UJ 



Ui 
CD 



s 



in 



to 



326 



WO 01/57272 



PCT/US01/00663 



! 

v> 
Q> 

Q 

X 



i 

CL 

c 



o 

s 

LQ © 

CO _D 
CM CO 
CD H 
CO 



CL 

CO 
CD 

e 

Q. 

I 

O 

D> 
C 

C/) 



8 



s 

E 

li 

f 2 

is 

O C 

Z fl> 

« ° 

« 1 

z _a> 

* s 

CM > 

Sf 

% 2 



to 

X 



"3 
E 



X 

z 

in 
3 



5 



i 

X 



X g 




o « 






(0 



g 



1 x H § 
a £ j > 



2 

i 



Z 



CD 



CM 

3 



4 



o: 9 
o 



log 

UJ z 

• CO 



S 



CM 

s 



327 



WO 01/57272 



PCT/US01/00663 



3 

1 



1 



< 

z 



f 

S 

Q 



9 



DC 
Q 



8 

1 

I 

< 

Z 



O 
lO 

LO 



8 

CO 

Q- 



5 



s 

< 

3 

O 
z 



O ^ Q. 

CM CO 



-Q 

e 



■1 



CO 

Q. 



< 
r 



a 



CO 



3 



in 



U _f 

i 

& 




X 

CM 



DC 
3 
UJ 

z 



1'. 



< 

3 
I 

LU 



O 
DC 
CL 

DC 
LU 

o 
z 

§ 

z 



3 
X 

I- 

111 



UJ 
CO 



ID 

S 
< 

Z 



I 

X 

< 
o 

o 
z 



111 

o 



I 



E 

CD 

8 

I 

z 



Sox 
a> © 

' i 



X 
CD 

o 

CO 

s 



z 

< 

3 



UJ 



S 1 



< 

Z' 
OCT 

E 



1 



o 

5 



o 

c 



E 



3 

4 



■a 

& 
fr 

o 

2 
« 



X to 
I "co 

_j s 

it 

8 
H 



z 



o 
,2 

CL 

X 

o 

LU 

o 

i 



i- 
o 

oc 
o, 
to 
<o 

i 



5 



LX 

E 



< 
Z 



LU 



o 



I 



"8 
6* 



1 



o 
z 



o 

DC 



! & 

if 

CD b 



E 
o 
X 



Z 
< 

3 
LU 



8 



Z 

s 

9 



8 

LL 
< 



s 

II 

8* 



o 

LU o 

w z 

LL ™ 

DC 9 

o 



UJ z 

CO 



s 



log 



I 



328 



WO 01/57272 



PCT/US01/00663 



I 



x 



a. 
c 

o ^> 
10 

s. 1 



ii 



o "8 

fi 
I| 

? ° 
J g 



.11 

IS a < 

*IS 

li 

*-f 
I* 



II 

E o> 

18 



Jo 



2 
a 



I 



y 



E 



si 



X, 



z 



S 



8 
8 



2?l| 



5, 
11 

A" 



o 



O .. 

LLl o 

w § 

or Q 
o 



3 



in 

3 



1 



Q 

UJ z 



S8 
3 



.8 



a 



log 
to 



3 



329 



WO 01/57272 



PCT/US01/00663 



o © 

8 § 

e? 3 t2 
cm 2 CO 
© r- © 

CO £ 

I 

© 



C3 



9 



II 



E 

3 
U 

o 

S 

o "8 

1 1 

X m 



o "8 

I* 

X (0 



ft 



lil 
I o 



<d ui 



t 



■8 



X 

2 



I x h § 



i, 

IB 



o .. 

fee 
o 



I 



o 

UJ 2 

CO 



i - 



fog 



8 



330 



WO 01/57272 



PCT/USO 1/00663 



o 
to 
to 



jg >< 

5 UJ 



CO 

© 

XI 

2 
Q_ 

I 

o 

? 

CO 



o 
ft 



X 



hi 



■'I 



d £ 



IS 



a> Z, 



sf 



E 
o 
I 

Q 

5i 

8, 1 



?2 



3 

55J o 
95 



Q 
Q. 



£L < 
UJ X 

a. a. 



si 

II 

UJ " 

z 2 

z z 
a: g 

V? uj 



a- ^ 



CD * 



if g 
i= ^ « 



X 




g 



S 



s° 

te 9 
o 

a 

UJ z 

to 



I 



331 



WO 01/57272 



PCT/US01/00663 




332 



WO 01/57272 



PCT/US01/00663 




333 



WO 01/57272 



PCT/US01/00663 




334 



WO 01/57272 



PCT/US01/00663 




335 



WO 01/57272 



PCTAJSOJ/00663 



x 
& 



o 

IX) 



1 

§ 

0. 



T3 



<I> I- 

I 

CO 



< 



. X.l^ 



i 



3 

5< 



tS « Ui 

III* 



3 

CD 

5 



< 



3 



UJ 

tO 



z 
o 



I 

o 



to 



3 
3 



CM 

tii 
O 



2 

Q 



Z 
DC 

1 

CM 
CO 

o 

Q 

CO 

o 

Q 
cm* 
0. 

JS 



1 



i_- 
o 
o 

CO 



Ol 
5 

Q- 



■2 



oo 

S 
o 



E 

'5 



x 
m 

D 



lu 



E 
o 

f 

Q. 
X 



I 

X 



§ 



.1 



g f 



g tg 



; a: 
: E 



iff & 

CD I" 



0) 

E 
X 



X. 



Z 

i 

D 
X. 



D 
X, 



2 



Z 



O 
DC 
CL 

to 
to 

i 



3 
X, 



X, 



< 



< 



5 
< 



15 

00 
00 
UJ 



5? 

00 



II 



5 



8 



s 

CO 



M" 



6 



s 

co z 

fee 
o 



6. 



V) 



R 

r* 

CM 



8 



CD 

i 



CO 



»9 



336 



WO 01/57272 



PCT/USOJ/00663 




337 



WO 01/57272 



PCTAJS01/00663 



o 

8 
o 



CO 

Cl- 



io 
ix> 

^ ^ DL 
(0 ® X 
NT 3 UJ 

CD 



-Q 

1 



c/> 



CO 

CD 3 

i : f 

go 
§ a: 

5 £ 

- Ui 



_ a: 

o UJ 



*- O 

to u 



3 0 



O <— 
§ J 

o • 
_i 1 

o I 

o o 

CO UJ 



x 

2 
a 



•5. 
S 



UJ 

q 



< 
z 



£ 
o 
X 



s 

c 

8 
s 

I 

I 
-3 



UJ 

0 



32 



< 
Z 



I 

o 
I 



Q 



"t 



UJ 

O 
< 
2 



15 
< 



X 
u. 

to 

1 

z. 



1 2 



li" 

o 
z 



i' 



we 



OJ>r' 



* 2 



* 2 



* S3 
ui 



< 
z 
tr 
E 
» 

o. 

a 



to c 

CO ct 
O C 



[3 



3 

X 
co 

Ui 



3 
x. 



x, 



< 




CO 

til 



c! 



UI 2 

CO 



o 



1 



Q 

qo 



cT ui < 
°- to 



338 



WO 01/57272 



PCT/US01/00663 




339 



WO 01/57272 



PCT/US01/00663 



x 

a 



© 

© 

CL 
C 



o 

LO 



5 s^S 

CM CO 



< 

"8 



<u rsi 



Is 



Su. 
S O 



s § 

S r 

CO 

W £ 

?2 



CL 

I 

3 

~ so 
a to 
E 5 
5 Q_ 



g 

3 



e 

2 



P 



■5 

i 



to 



E 

I 
a 



CL 



2 

CL 
c 

o 



183 



i 
X 



Z 



to 



X 



o 



i s Ul 

E X i_ © 



si 



9 

CO 



la? 



CO 

s 



340 



WO 01/57272 



PCT/US01/00663 



f 

Q 



8 

CL 



73 



O 

« » 



CO 



e 

CL 

i 



x s o 



S 
5 



E 

73 



2 



< 
z 



UJ 

O 

i 
§ 

< 

Z 



4< 



|: 

u. 

Q 
o 

I 

< 
z 
Q 



2 
5 

o 

3 



< 

Z 



c 

1 

1 



i 



fto 



I 

§ 

E 



3 



u. 
Q 



UJ 

2 



2 

6 

o 

S 



< 

z 

1 



Si 
Mi 



§85 

"E 5 



iii 

O 
< 
5 



< 
z 

a 

s 



iii 
O 



z 

LU 

O 



< 

z 



< 
z 

■3 



00 

3 



8 



co 
x 



< 
z 

« 

s 



■8 

9 

Q 
Z 



'b 
q: 



> 
< 



DC 
2 



CO 
UJ 



CO 
I UJ 



z 



UJ 



2 
3 



Z 
< 

x 

CO 
UJ 



I- 
z 



o 

tr 

CL 

s 

5 

CO 



o 

eg 
X 

o 
9 

X 
. UJ 

z 

o 

X 



8 
9 

CO 
> 

a 



ZD 
I 

to 

UJ 



CO 



*i 

x 



3 

< 



8 

CL 



8 



5 




o> 

UJ 



LU 



UJ 
o 

<D 



UJ 
o 
id 



LU 
o 
to 



UJ 



8? 



13 

06 



S 

CO 



to 



f5 

6 



O 

fee 

O 



12 

CO 



I 



I 



a 

CO 



CO 

1 



5 
S3 



CO 



s 



8 



CO 

3 



CO 



341 



WO 01/57272 



PCT/US01/00663 




342 



WO 01/57272 



PCT/US01/00663 




343 



WO 01/57272 



PCT/US01/00663 




344 



WO 01/57272 



PCT/US01/00663 




345 



WO 01/57272 



PCT/USOI/00663 




346 



WO 01/57272 



PCT/US01/00663 




347 



WO 01/57272 



PCT/US01/00663 




348 



WO 01/57272 



PCT/US01/00663 



o 

18 



CO 

CL 




349 



WO 01/57272 



PCT/US01/00663 




350 



WO 01/57272 PCT/USO 1/00663 




351 



WO 01/57272 



PCT/USO 1/00663 




352 



WO 01/57272 



PCT/US01/00663 




353 



WO 01/57272 



PCT/US01/00663 




354 



WO 01/57272 



PCT/US01/00663 




355 



WO 01/57272 



PCT/US01/00663 




356 



WO 01/57272 



PCT/US01/00663 




357 



WO 01/57272 




358 



WO 01/57272 



PCTAJS01/00663 




359 



WO 01/57272 



PCT/US01/00663 




360 



WO 01/57272 



PCT/US01/00663 




361 



WO 01/57272 



PCTAJS01/00663 




362 



WO 01/57272 



PCT/US01/00663 




363 



WO 01/57272 



PCT/US01/00663 



8 

Q 
x 



8 

c 

o "8 

CM « OT 

Jr e 

a. q_ 
I 

CO 



21 

(B 

Ki O 

i'i 

8,i 

z z 

Si 
g o 

11 



z e 



S 1 



o 

UJ 



S 

O- 



Lii 

o 



15 
< 
Z 
Q 



•a 
< 
z 

Q 



8 
s 

c/> 
i 



X 

o 



"O 



< 
z 



I 



8- 



E 

CO. 



8 



1 c 

3 



to 



O 



CL 
< 

O 

z 



15 

X CO 



51 



x 

r- 

04 
Q 
£L 
<0 

X 



1 



8 
8 

-D 



< 
z 

E 



> 

a 



3 

O 
z 



z 
< 

z> 

X 

fe 

UJ 



X 

(0 
UJ 



I 



Xj 



z 



X 



O) 
5 



:I:*UJ 

lis* 



9 

UJ 



UJ 



I 

A 8 



O 

w 6 
z 



0> 



8 s 



5? 

3* 



CM 
8 



5 



© Q .. 



03 
00 



364 



WO 01/57272 



PCT/US01/00663 



3 



Q. 



CO ® 

cm ro 

D) 



"8 

£ 

CO 

© 
p 



CO E5 



E "a 



ii 

o 5 

O 00 

— <c 
C/J 

s 

o. 



si 



!! 
"I 



II 

io ^ 

O T" 

o < 

12 

Si 
M 



a _J 

E O 

P 

CO 



"5 q; 

o QJ 

CO =1 



52 



3 



51 



Is 



ai O 



t 

to a> 

I* 

J* 

^ o 
8 g 

si 



•3 



X 

CO 

IS 

5 I 



8 o 

5 o 
8? 



t 

W X 

O Z 

S3 

x r> 

«o X 

Si 

to 

l£ 

UJ 

CO 

s 

S " 

CO 



i 

ui 

o i 

<Z 111 

!§" 

© < e 
S £ ? 

0 s * 

E N « 

o[t '« 

X O -2 

_ i_ a. 

no £ 

1 < TJ 
^ ^ -co 

O I 

.5 v 



51 



8§ 



si 



! 



5 

1. 



IU 



tn 



S 



z 



if 
8- 



s 



3 



7 
3 



o .. 

O 



lu z 



is 8 



365 



99C 




£9900/rOSfl/13d 



ZLZLS/IQ OM 



L9t 




€9900/lOSfl/13d 



ZLZLS/10 0\\ 



89£ 




ZLZLS/IO OAV 



69€ 




£9900/1 0S(l/13d 



ZLZLSflO OAV 



OLt 




ZLZLStlO O/VV 




e9900/lOSfl/XDd 



ZLZLS/IQ 0A\ 



ZL£ 




C9900/lOSfl/X3d 



ZLZLS/10 OAV 



£L£ 




f9900/I0Sn/13d 



ZLZLMO 0A\ 




€9900/IOSn/lDd 



ZLZLSflO 0\\ 



SLt 




£ 9900/1 OSfl/IDd 



ZLZLS/10 OAV 



9ZX 




£9900/1 0Sfl/±3d 



ZLZLS/10 o\\ 



Lit 




£ 9900/1 0Sfl/13d 



ZLZLS/10 O/W 



SLZ 




e990o/iosn/i3d 



ZLZLS/IO 0A\ 



6L£ 




€9900/lOSfl/13d 



ZLZLS/IO OM 



08C 




e9900/iosn/x3d 



ZLZLMO OA\ 



18€ 




€9900/rOSfl/XDd 



ZLZLSHQOW 



Z$£ 




C9900nOSO/JL3d 



ZLZLSIIO OM 



€8£ 




€9900/1 0Sfl/±3d 



ZLZLS/IQ OAV 




€9900/!OSn/JLDd 



ZLZLS/10 0\\ 



S8€ 




C9900/lOSfl/±Dd 



ZLZLS/10 0\\ 



98€ 



z m 7 



en _ 
log 1 



o 



b 



C0«— s 0 

m ^ s- 



P 2 



S 

s 




T 
C 



w a ^ 

ill 

° 8 » 



-0 f* 
u to 



O a> 



Z 

i o 

8-6 



24 
$ | 

lis 



.8 



O 

z 



r- Z 

5 > 
S3 o 



3 O 



2- 



o - 

= ! 



CO 

li 



o 

I 



I 

5 

a 

5 



€9900/1 OSfl/IDd 



ZLZLS/10 OA\ 




e9900/iosn/iDd 



ZLZLS/IO OAV 



88C 




ZUIS/IOOA\ 



68€ 



I 




€9900/I0SH/X3d 



ZLZLS/10 O/VV 



06C 




C9900/lOSn/JL3d 



ILZLS/IO OAV 



16£ 




C9900/lOSn/X3d 



ZLZLSflOONi 



Z6£ 




€9900/lOSfl/lDd 



ZLZLSflO OA\ 



£6£ 




€9900/1 0SflAL3d 



ZLZLS/10 0\\ 



P6t 




e9900/lOSfl/13d 



ZLZLMO OM 



S6€ 




€9900/1 0Sfl/X3d 



ZLZLSflO OAV 



96e 




C9900/I0Sfl/JL3d 



ZLZLS/10 OAV 



L6£ 




e9900/lOSfl/XDd 



ILZLmO 0/V\ 



86C 




f9900/lOSfl/13d 



ZLZLS/10 0A\ 



66£ 




e990o/iosn/x3d 



ZLZLS/IO OM 



OOfr 



z 02 5 
" 0 ■ 



5 



x 



o 
o 



11 



m 



s 



m i 



S 



- - ^ ^ ^ 



x 
c 



rn 

CO 



x 
c 



5 



^3 



.1- 



f 



-a 

a 

C Q 



o 

H 
>< 

? 



8 
o 



o 
z 
> 



m 



a. 
3 

O 



8 



25 



3 S T= < 2. o 



•i x IS 5 
3> w o <q 



s 



3 « i 8 f 
I 



CO 0 H 

2 |<8 



5? 

o 

no 

d to 
§- <g 

CD —I <D 

03 0) Ct) 

CT O 

— 00 

cn 
o 



is- 



3* 

S 

CO 

I 



8 



■o 
X 

5 

8 



o 



f990o/iosnyi3d 



ZLZLMO O/W 



10* 




€9900/1 OSfl/XDd 



ZLILS/IO OAV 



ZOP 




€9900/1 OSn/IDd 



ZLILS/IQ OAV 



€0* 




€9900/1 OSflALDd 



ZLZLS/10 o\\ 



tot 




c990o/rosa/i3d 



ZLZLSIIO OAV 



so* 




C9900/tOSfl/JL3d 



ZLZLmO O/W 



90f 




C9900/lOSfl/±3d 



ZLZL9I10 O/W 



LOP 




f9900/I0Sa/13d 



ZLZLSJIQ o\\ 



80* 




C9900/lOSn/13d 



ILZLSI10 O/W 



6or 




C9900/I0S(VX3d 



ZLZLS/IO OW 



0\P 




f9900/rOSfl/JL3d 



ZLZLS/10 OM 



UP 




€9900/1 0Sn/X3d 



ZLZLMO OM 



ZIP 




C9900/lOSfl/13d 



zLnmo o/w 



UP 




C9900/I0Sfl/±Dd 



ZLZLSflOOtA 



PIP 




ZLZLSflQ OAV 



sir 




€9900/lOSfl/13d 



ZLZLS/10 0A\ 



91P 




C9900/lOSn/±Dd 



ZLZLSflO 0A\ 



LIP 




C9900/N)Sfl/13d 



ZLZLSflO OAV 



8lt> 




f99oo/rosnyi3<i 



ZLZLMQ O/W 



61* 




€9900/lOSfl/±3d 



ZLlLStlO 0/W 



OZf 




€9900/lOSfl/±Dd 



ZLZLSflO OM 



lit 




f9900/I0Sfl/XDd 



ZLZLmO 0A\ 



ZIP 




£9900/I0SfULDd 



ZLZLMO OM 



£ZP 




ZLZLS/XQ OA\ 



pip 




ZLZLS/IO OA\ 




€9900/1 0Sfl/13d 



ZLZLS/10 OM 



9ZP 




ZLZLS/10 OAV 



Lit 




£ 9900/1 0Sn/13d 



ZLZLStlto O/W 




€9900/I0Sf1/13d 



ZLZLSflQ OW 



6Zf 




C9900/lOSfl/13d 



ZLZLmO OAV 



0£* 




€9900/rOSO/X3d 



ZLZLSIIO OAV 




C9900/tOS(l/±Dd 



ZLZLS/10 OAV 



ztv 




£9900/rOSflALDd 



ZLZLSflO OAV 




£9900/I0Sn/XDd 



ZLZLMO OAV 




C9900/lOSil/±Dd 



ILZLS/IQ o\\ 



set* 



8 



to 

s 



to 



s 



_ o 

H 



co-S* 



m 



m 

6> 



m 



m 



fill 

o "| I 3 

m * g* 



s 



> 

CD 



T3 

I 



cn 



8 



5? 

o 

3 
cr 



m 
w 

c 



c 



a? r* 

O 00 X 



2? 

CQ 



o - 

I 

o 

8 i 



x : 

i 



x 

1 

o 



z 
o 

I 



t 



1 

n 

3 



z 
o 

'o 

§ 

F5 
x 



a 

8 



Bi 



O 



3 
7> 



& 

z 
> 



a 
m 



8 
S 

I 

~ I 2. 
> " 
O 
O 



I 



I 1 



m 2 

* o — 

to d 

& cn 

0 o 
a. 

5' 

I 



5 

x 



3 
70 
Z 
> 



3 



z 



€9900/C0Sa/X3d 



Z£ZiS/I0 0A\ 



9€f 



CO 
O O o 

"6° 



sir 



i 



o 

I' 



t i 



,9 



fill 



to 



3 

O" 



81 



It 



T3 

eg 
H <° 

0) CO 

CD O 
CL 

5* 

2 
u 



f 



9! 



■s. 



I Z 

So 



II 



■2. 



€9900/1 OSflALDd 



ZLZLS/10 OM 



L£t> 




£9900/1 0Sfl/±3d 



ZLZLS/IQ OA\ 



8€t> 




£9900/fOSflALDd 



ZLZLS/IQ 0A\ 



6£P 




€9900/1 OSn/IDd 



ZLZLmO OM 



Oft 




€9900/lOSfl/±3d 



ZLZLSflO o\\ 



in 




£9900/I0Sn/X3d 



ZLZLStlOOW 




£9900/lOSfl/13d 



ZLZLS/10 OM 




£9900/I0Sfl/IDd 



ZLZLMQ OM 



<0 



gsg 1 



_ o 
9 m 



if 



CO 

ff i 



s 



> 

00 



85 



3 



S 



3 a 

z 
8 



Si 

§ s 

O 

'o 
o 
> 



61 



n 



2 
O 

> 

."0 



at 



x 
8 



is 



13* 
<D 

5? 

o 

3 
Tl 

3 



fl> 

to 
H © 

§ 



O 
3 



3 
5 



£9900/lOSfl/lDd 



St* 




e99oo/iosn/i3d 



ZLZLMO OAV 



9PP 




€9900/lOSfl/lDd 



ZLZLSflO OM 



Ltt> 




£9900/I0Sfl/lDd 



8t* 



8 

to 



8 



o 



2 



3 



O 



O ■! 

P : 



2 

§ 



I 



Z 
H 



2 
H 



C 



CO 

c 

i 

z 



CD 

s 



m 

0) 



x 
c 

z 



-J CO * <J ' 

m p jg p 



O O O o o 



*sl *J ">J 



CD > 
-n F 



esc 



o 
tx 

CD — I 

CO ft) 

m cr 

CD 



m 
(a 

CD 
CO 

an 
o 

— H 

a 

o 



X 

I 



CO 

I 

£' 

CO 

g 

X 

o 
3 
o 



I 
& 



a 



s 

CO 

c . 

ST: 
x : 



o • 

z 

> 



> 1 
a 

8 : 



o • 
o 

<b 

—X 

I 

CO 



3 
o 

at 

1 



m 
3 

f' 



8 



r 
5- 



I 1 

Z O 

* O 
Vo 



O ; 



O 

m 
o 



z 

> 



a 
m 



i 

m 

to 



tT 
I 

D 

§ 



8 



o 



i 

I 

8 

T3 

i. 



o 



8- ; 



5 



£5* 
f I 3 S r • 



o — 



_j s~ 4. 



2 2 



lacteal nl 



C9900/rosn/iDd 



ZLZLmO OM 



6t>t 




£9900/lOSflVJL3d 



ZLZLm0O/A 



OS* 




f9900/lOS(l/XDd 



ZLZLS/IO OAV 



IS* 




€9900/rOSfl/X3d 



ZLZLS/IO OAV 




€9900/1 OSfl/IDd 



ZLZLStlO OM 



CSfr 




- H ° 

>< © ^ 
^ * S, 

oi 
o 



C9900/lOSfl/13d 



zaz.s/io oav 



"5® 



*' 5 3 



_ o 

D 



>$ 



S. 2. 



2d ? 



? 
3 



CO 

H © 

CT O) 

q ro 





CO 


o 
ro 


o 
M 




— ^ 

Xw 


en 


Ol 


O) 


2 


TJ 


2| 




z 


'1 








o 


o 


o 


£ 


S 


a> 


X 


X 




1 




a 




I 


¥ 

3 




C9 


M 


O 


O 




a 






o. 




o 


o 


CD 


a 



if 



5 



5? 

— t 

CD 



3 

"0 



X 

a 



€9900/1 OSft/lDd 



ZZ.ZZ.S/I0 0A\ 




e9900/lOSflAL3<I 



ZLZLSflO 0\\ 



9Sf 




€9900/I0Sn/XDd 



ZLZLS/10 OAV 




€9900/I0SH/13d 



ZLZLS/10 0A\ 



8Sf 




€9900/1 0Sa/X3d 



ZLZLS/10 OAV 




€9900/IOSn/XDd 



ZLZLS/IOOW 



09* 




C9900/l0Sfl/JL3d 



ZLZL9/10 O/W 



19* 




€9900/IOSn/JL3d 



ZLZLS/10 OAV 



Z9P 




€9900/1 OSfl/JLDd 



ZLZLS/10 O/W 



£9P 




£9900/1 0Sfl/13d 



ZLZLSflO OM 




C9900/lOSfl/±3d 



ZLILSIIQ 0/W 



S9* 




€9900/I0Sn/13d 



ZLZLS/10 OM 



99P 




€9900/1 OSn/XDd 



ZLZLSflO OAV 



L9P 




€9900/IOSfl/XDd 



ZLZLSflQ OAV 



89* 




£9900/I0SflALDd 



ZLZLS/10 OM 



69V 




C9900/I0Sfl/JL3d 



ZLZLSflO 0/V\ 



OLP 




€9900/1 OSfl/lDd 



ZLZLS/IQ OAV 



ILP 




£9900/lOSfl/±Dd 



ZLZLSflO OW 



ZLP 




C9900/lOSfl/13d 



ZLZLSflQ OAV 



UP 




€9900/lOSn/13d 



ILZLS/IO OAV 



PLP 




£9900/lOSfl/±3d 



ZLlLSflQ OM 



1* 



to 



3. rn 



m 



■s. 



f 



S 



O O o 

5 " 



o 
9 m 



9 3 

i 




* 

X 

a 
8 



© 

J? 

o 

3 w 

O — I © 

5? S S 



C9900/I0Sfl/±3d 



ILZLStiO o\\ 



9Lt> 




f9900/I0Sfl/13d 



ZLZLS/10 0A\ 



LLP 




f9900/IOSn/13d 



ZLIL9/10 OAV 



SLP 




C9900/lOSfl/JL3d 



ZLZLS/IQ OM 



6LP 




€9900/lOSfl713d 



ZLZLS/10 OA\ 



08* 




C9900/l0Sn/X3d 



ZLZL9/10 OAV 



18* 




€9900/rOSn/±3d 



ZULSflO 0A\ 




€9900/lOSfl/±3d 



ILZLS/IOOW 



€8* 




€9900/1 0Sfl/13d 



ZLZLS/10 OM 



a 



g 



m i 



> 

CD 



> 
CD 



> 

CD 



m i 



rn 
6 



m 
jo 

CD 

m 



8 
ro 



2 
H 



Z 
H 



Z 
H 



I 

C 



I 



I 

§ 
o 



3 



o 

Z I 

> 



3 . 
2 



> 



F * 



x 
e 



8 

-a 

6 

z 



0) i 



f 

§ 



3 



z 

> 



z 
> 



5> 

a 
o 
-< 
> 



3 

Z 
> 



o 



m 

CO 

m 



is; 
—i 

X 

c 



> 

8 



5 



> 

T3 
*D 



Z 
> 




e990o/iosn/i3d 



ZLZLS/IO 0A\ 



S8f 




€9900/I0Sn/X3d 



ZLZLSflO 0A\ 



98* 




€9900/1 OSfl/XDd 



ZLZLS/10 OM 



Z.8t> 




C9900/lOSfl/13d 



ZLZLSflQ 0A\ 



88* 




e990o/iosn/i3d 



ZLZLMO OAV 



68* 




f9900/lOSfl/13d 



ZLZLS/10 OAV 



06P 




£9900/I0Sfl/13d 



zLitmo O/w 



16P 



oOg. 

■'5° 



o 

I? 



2 



5 H x 3 

m J=v =r 



X 



CO 

eg 
o 

V 

3 o 

O- <Q 
<D — | ® 
fl) CO 

* a 

o o 

CL 

5' 

32 
o 

I 



g-x 



I 



ml 



1 



s 

I 



I 



C9900/lOSfl/13d 



zuis/ro om 



Z6P 



oo fi- 



ts 



3 



6 



o 3 



_ » 
oa 



o 

I? 

9 m 
o 




> 

CO 



Z 
H 



8 § 5 



o 
T) 

3 

cr 

1*5 



T3 

CQ 
CD 



Z 
I | 

I 

1 



1 

> 



m 



8. 



z 
P. 

9 



& 

Z 
> 
o 

s 

CD 



o 
rn 



I 

o 

3 



1: 



a 
? 



> 

o 

o 



z 
> 



1 
I 

o 

2 



3 

2 



3 



I 



g 



I! 

8 



5 
o 



€9900/lOSfl/13d 



£6P 




€9900/lOSn/XDd 



ZLZLS/10 0A\ 



t6P 




e9900/I0Sfl/lD<I 



ZLZLS/lQONi 



S6P 




€9900/tOSfl/X3d 



ZLZLSnO OAV 



96P 




€9900/1 0Sfl/±3d 



ZLZLmO OM 



L6t 




€9900/IOSn/13d 



ZLZLMO OAV 



86* 




€9900/lOSfl/13d 



ZLZLS/XO 0A\ 



66P 



8 



3 



3 



2 



Z S7 
oog. 



8 



CD 
CI 



gsg 1 



s 



8 

05 



O 

Pf8 



f 8 



3 



Z 



m 



m 



.5 



2 
> 



> 



X 
C 

i 

Z 



8 



5 



> 
□0 



m 

CO 
H 

x 
c 



I 

z 



I 
c 



8- 

a 

3 



a 

: 5 

i 

J 1 



i 

(0 



8 



a. 



73 

E 
8 

OJ 

m 
o 
o 

CI 



I 



: 8 
8. 

c 

. a 
: - w 

; § 
!f 



a § 



z 

o 

>o 
o 
> 

Si 

GO 

X 

li 

8 i 

s 

w 

o 
z 
> 



b 



i 



s 

03 



z 

— { 



z 



Z 



Z 
— < 



8 



± 



9 
c * 



z 

g. 

O 
O < 



X 
3 
7J 



8 

f ■ 



1 
3 

r 

o 

CO 

m 

i 



x : 

i 

o 

8 

I 
8 

I 

a. 



3 . 



. 12. ' 

§ 

3 



a 

5 



<D 

g 

3 
"0 

3 

cr 
» 

5? 

3 



00 

H • 

g 



X 

03 



1 



€9900/lOSn/X3d 



ZLZLS/10 OA\ 



oos 




e9900/lOSflAL3d 



ZLumoow 




€9900/1 0Sfl/13d 



10$ 



to 



o 

9 m 
O 



§• c/> 



- 8 



<Q 
CD 

3 



"0 

03 

<D 



H 

CO ^ 
2 * 

cn 
o 



J? 



O S 



ff 



■8 

x 



"0 



ffi. o 



f9900/10Sfl/lD<I 



ZLZLS/10 OM 



COS 



13 



2 Sj 

6 ° 



8 

to 



0) 



o 



m 
da 



f£li 

ni » §r 



> 

Tj 



8 



TJ 
o 
cr 
© H ° 

m s 

cn 
o 



z 

H 



C 



II 



13 
D3 
CO 



X 

e 



1 



5 

i 



-8- 



7i 



3 

5 



8. 



a. 

3 



O 



€9900/lOSfl/±3d 



ZLZLS/10 OA\ 




€9900/TOSa/X3d 



ZLZLSflO OM 



SOS 




C9900/lOSfl/X3d 



ZLZLS/IO OM 



90S 




C9900/I0Sfl/X3<f 



ZLZL9/10 OA\ 



LOS 




€9900/[OSn/JL3d 



ZLZLStlO 0A\ 



80S 




€9900/1 OSfl/JLDd 



ZLZLSflO 0A\ 



60S 




€9900/1 0Sn/13d 



ZLZLSflO OAV 



OlS 




€9900/I0Sn/13d 



ZLZLS/IO OA\ 



us 




f9900/lOSflALDd 



ZLZLS/10 OA\ 




€9900/1 OSflALDd 



ZLZLSIIO 0\\ 



CIS 



s 



O O o 



8 



o 

I- 

? CO 

9 m 
O 



g 



m 5S == 



I 



> 

3! 

N 



3 



g 



<D — I ° 



m 

CO 
-4 , 

I 

C 



I* 



[Tl|w 
X CO 

<d o 
o. 



0) 

o 
3 



If 

11 

3 CD 



o £ 
Q. 



5 

or 
X . 
I 

CO 

:> 

i 



8. 



o 

> 



O 
m 



II 



4 



ST 



C9900/IOSfl/X3d 



ZLZLS/10 O/W 




e9900/lOS(l/JLDd 



ZLZLMQ 0A\ 



SIS 



o° 8- 
•go 



IS" 



8 

to 
2 



8 



O 

I- 

P m 



o H X 3 

m ~ g 1 



B 



O) 

5? 

O 
3 



'(Of H 

1 I* 
8|i 



CO 
CO 

5? f ^ 

CD O 



2 

OJ 

s 

2. 

03 



* 5* ' 



3 
33 



CO 

2 
o 



X 

5 



€9900/I0Sn/lDd 



ZLZLS/10 OM 



9IS 



CO _ 

z m 7 



ill 1 



o 

I" 

9 m 
O 



CD 



col? 

fa 
5* 



N ! 
o 
m i 
<b 



m 



|- co S- co 
5-JI3 

m ~ « 



CD 

rn 



x 
3 



3" 

O 

T3 • 

1 



x 

c 



s 

i 



o 
z 
> 



rn 



s 



8 



f 



N 



J2. 
S 



S 



<D 

— — ^ fl> 



<D 
Q. 

5" 

i 



x 



! 



€9900/1 0Sfl/13d 



ZLZLS/10 OA\ 



LIS 




C9900/lOSfl/13d 



ZLZLS/10 OM 



819 




rr 



€9900/IOSa/X3d 



ZLZLS/IO OAV 



6IS 



13 



= $2 

o g. 



I 



a 



o 

I* 

J? m 



8 



S -ill 



X 

8 



<a 

9 

3 
or 

<D . , 
<» a' 4* 

as 3 

cn 

& ° 

5" 



=3 
r-f 



§ It 



(Q 



! 



3 X 



1 



O 



3 

x 



C9900/lOSfl/13d 



ZLZLSIIO OAV 



{ 




C9900/lOSfUL3d 



MLS/ID OM 



us 




e99oo/iosn/i3d 



ZLZLS/IO 0A\ 




8 



is 



m 

* 



m i 
<d < 



O O g. 
" 5 ° 



o 

1* 

PS 
o 

a. a 



m » == 



H 
o 

T3 
X 



m 

H 

x 
c 



X 

c 



m 

3. 

X 

c 



z 

H 



z 



8 1-8 

CO « 



I 

i 



X 
o 
3 
o 

8 

I 

| 

0) 



> 

£_ 



3 

30 



m - 



3 
1 



o 
z 

o 



o 
z 



a 
z 
> 



1 



I 

o 
3 



Z 
> 

I 
a. 



i 



m 



a 
z 

> : 



i 



8 

3 



43 
x 



5. 
"2. 



C9900/lOSfi/±3d 



ZLZLS/10 OAV 



as 



■ e 5 



§ s g 1 



8 



o 

I- 

o 



i 2 

S. 2. 



S H x 3 

m » s 1 



> 



X 



to 



5? 

o 
3 



m 



c 
z 



z : 

H 



m 

CO 



c 
z 



c 



3 



H * 
CO 

XT C*> 
Ol 

(D O 



o 

CD 



m 

CO 



I' 



O 

a 



2 
> 
O 

z 

X 

i : 

o 



5 



to 

B 



? ; 



SI 
s I 

53 S 

Z; -si 
en • 

3 Z 
32 
R'o 

1,1 
P 

O cn 
2 ? 

S o 

5 3 

z ° 

a » 

St 

o 

> a 
o z 
o > 

Z o 
CO § 



1 



f 



z - 1 
m co 

CD cr 
C » 

c g 



2 
3) 

to ~ 

CO 

£ S 

2 f 

1 s 

3 © 

3 Z 

I- 

§s 

f I 

3 o 

§ s 



f 



X 

3 



f9900/I0Sn/13d 



ZLZLSnO OAV 




C9900/lOSfl/lDd 



ZLZLS/10 OA\ 



SIS 



O O g. 
" D ■ 



8 



2 
8 



0) M 
2 rn 0 1 
O O § 



3 

CD 



2 

to 



P m 



co |? 



2 



S 



> 
o 

03 

9 



m 

0) 
H 

I 
C 
2 



> 
CD 

§ 

6 



1 



S 

CO 

3 



ro 

i 



o 
3 



m 

.53 



C 

> 
Z 



m 

X 

c 



z 



X < 

O ! 

3 ; 



Z 

o 
•o 

.TJ 



CO 

s 



s 

CI 

3 ; 



3 

3. 
x • 

CO 



x : 



> . 



o 
m 
to 



& 
z 
> 



X 
-n 

o 

50 



I 



1 1 

(0 



3 
o 

8 

if 

© o> 
ST cq 
o c 



c 



CO 
3* 

O 

r 

3 



& ! 

•o • 

i 



X 
o 
3 



5 



x 

o 
3 



o ™ 

CD — I <P 

CO J? K> 



3 



en 
o 



3 

I 
X 

CO 



T3 

"8 

3 

30 



3' 

! 
i 



i 

"0 " 



3 

z 
> 



I 

cr 

5' 

3' 



3 

O 

o 

3 



o 
8 



3 
Z 



TJ 

3 

Z 
> 



■8 
x 



i 

m 

& 

o 

8 



c 
o 



a 

CO 



f9900/lOSfl/13<I 



9ZS 




£9900/lOSfl/13d 



ZLZLS/10 OM 



LIS 




05 
3 

CD 
3 



"0 

cr <£ 

tf> c& $± 

^ ^ Q 

CD 



8. 

3" 

-v 

0) 



CD 

85 



£9900/I0Sfl/13d 



ZLZLSflO OM 



8ZS 




C9900/lOSn/13d 



ZLZLMO OAV 



6ZS 



00° 

"6° 



to 

_k 
— k 

s 



gSg 1 



—I 

(D 



s 

OQ 



o 
P m 

o 



03 O Q 



CD 

I 



> 

3 



> 

§ 

00 



(O 

8 



8 



<D 

n 

3 
cr 

W 



z 



X 

c 



I 
c 



m 

H 

i 
c 



m 

i 
c 

> 
z 



m 

x 

c 



IS! 



z 

H 



m 

co 



x 
c 



s 



8 g« 
2 § i 



T3 

01 
CD 

— I • 



-8 
3 



2 
Q 
.O 



X 

1 

o 

CO 

ffi 

■s. 

CO 

3 



to 

I 



Z 
X 



S 

0) 

"8 



o 

o . 



z 

X 

k 

.8' 



f 



o 

5 



m 

CO « 

g : 



l 
3 

> 



I 

2 



1 



3 

7i 



sr 



8 
x 



o 

Q 



2: 



o 

m 



3 
z 



z o 

K 

a 
> 

IS 

g i 

iS 

5" 



m — 



3J O 

co m 
o 

X _. 



I 



ZLZLmO OAV 



0£S 




€9900/lOS(l/JL3d 



ZLZLS/10 OAV 



res 



3 



8 8 



ro 
m 



DO 



z 

g 

,« 

(ft 
c 

S 
x 

o 
3 



O 
m 



I 

a 



X 

00 

I 
2 



I 



o 
m 



2 



8 



5 



o 
o 

> < 

w 

w 

o 

o 



m 
o 

3D 

o 

Si, 



K> -A _i _k _A _i. 



8 



3 
I 



8 

— w 
Gl 



09 

S ! 

3 

CP. ■ 

; 



z 



8 



Z 
H 



Z 
H 



X 
C 



X 

c 



X 

c 



il 



o 
.o 



>-3 
$2. 

1 
■a 



5 * 
5 c 



8 



O 



o 



> : 



3 
31 



1 

Tl 

m 



m 



o 
m 




C9900/I0Sfl/±Dd 



Z£ZiS/lOOM 




€9900/1 OSfl/lDd 



ZLZLS/IO OAV 



CCS 



S3 



3*f 



8 



o 

I- 

D 



fill 

5 H I | 



CO 

CD, 

3 



8 § 



1 



o 



fl) 
co 

5" - 1 

81 

o 



1 



si 



8 i 
P 

O - 

ssr 



f 



O ^ 

Co o 

*D 05 

X ' 
O 

c z 

CO 'o 

si 

m 'r- 

5 Q 



3 



2 

8 
a 



o o 



1 

5 

g 

a 
t 



> -» 



£9900/1 OSfl/lDd 



ZZ.3IS/I0 OW 



a 



3 



a 



8 



8 

CO 
CD 



O 

9 m 
o 



Co-? 

8 



I 



2 



S 



If 



! 

53 



£ 
a 



> 

i 

CD 

■8 



0) 

1 

t 

T3 

3 
cr 



I 

z 
> 



z * 

01 



8 



1 

1' 

§ 



m 



3 , 

2 
> 



m 

X 

c 



8! 

H 

X 

c 



I 



o 
o 



85 



X 

c 



5 J. 
I 2 

w N 

Fl'o 
t's 

to o. 



I 

C 

I 

Z 



I 



5 a 



5 

3 

7) 



> 

I 



I: 



33 

z 
> 



I 

o 



55 



J 2 

o 

> 

1 a 

- o 

11 

si 

■* m 



3 

7) • 



S 

z 

> 



m 



3 • 
73 • 



I- 

X 



? 



O) 



3 

Z 
> 



i; 
I 

o 

H 
73 
6 



8 1 1 



CQ 

H ° 

BfJ ft 

2 2. 



CL 

5' 



x 
5 



T3' 



O 



€9900/1 OSn/XDd 



ZLZLS/10 OA\ 




€9900/I0Sfl/XDd ZLZLSflO OAV 



9CS 




C9900/IOSfl/±3d 



ZLZLS/10 OAV 




£9900/lOSfl/13d 



ILZLSIIO OAV 



8€S 



S82 



ill 



3 



3 



o 

I* 

.9 m 
o 



fi 



fn i 



< £ ? & 



> 

i 



03 



CO 



rn 

9 

X 
C 



m 

(/> 

H 

X 

c 



c 



F 1 



X 



m i 



o 

§ 



00 • 
X 



o 

2 

> : 



z • 
o 

6 

X 

I 

o 



8 
? 

o 



ci z 
- O 



t 

s > 

Is 

x 

i 

o 

I 

§ 



Z 
> 



a 

m 



1 



z I 
-i ■ 



X 

c 
2: 
> 
z 



. 31 



X 

c 



6 

3 



8 1 1 



5. -o 

ill 

* 2, 



21 ! 



Z 
X 

s 

.8 
t. 

X 



8 
u 



2 
> 
O 
m 



<2. 



1 

c 



Q 



5 



z 

X 

o 

x ■ 



I 

5 

o 

a 

z 

> 

o 



I' 



3 



Q. 

5" 

3. 

0) 



on 
o 



8 

X 



"D 



2 



£9900/1 OSfl/lDd 



ZLZLS/10 0/YV 



6€S 




€9900/1 OSfl/XDd 



ZLZLStlO O/W 



OPS 




f9900/I0Sn/13<l 



ZLZLS/10 OM 



its 




€9900/lOSfl/13d 



ZLZLSflQ OA\ 



IPS 




€9900/1 OSfl/lDd 



ZLZLS/10 OW 



IB 



2 * 
m © 

— * OO 



Tl c 

§1 

Z £ 



_ o 

9 rn 
O 



.1 



o H X 3. 



CO 

t 

3 
.cr 



■§ ^ a 



CO 

I © 



05 

o 



X 



C9900/I0SH/X3d 



28? 

oo 8- 



o 3 



8 



o 

5 CO 
9 m 
O 



fit 11 



3 



& SS CO 
<d H x 3 
m S ~ 



8 



5? 

o 

3 

cr <g 

cr _ 

01 

§ 



© 
o 

CD 



J" O 

ai 

CI 

3 I 

8 3 
8 I 

"2. 8 

a. 5 

"B- 



I 



3 



z: 3 



2 



•8 
1 



D'a./' TIPS 



feoldi ' d 



€9900/IOSfl/XDd 



ZLZLSJIO O/W 




f9900/r0Sfl/13d 



ZLZLS/IO OM 



9fS 




€9900/1 OSfl/lDd 



ZLZLSflO OM 



LPS 




f9900/lOSn/X3d 



ILZLSflO OW 



8fS 



8 



32 



z nj • 



o 
62 



Oo 



2F5^ 

S -< i 3 
m ~ = 



> 
3 



> 

2. 



g 



> 



CO 

5" 

5? 

O 
3 

■o 

3 



CO ?H 



0) 



fff 8 

cn 
o 



o 
© 

Q> 



I 1 
I 
§ 
>< 



i 



t 



-n ia 

S5 

'o 
> 

6 



O 

z 
> 



§1 
si 



d'S, 
5? o 

'o 
o 
> 



& 

5 



O 



it 
s| 

o "Si 
m z 



o 
o 
> 

6 

i 



o 
rn 



O 
m 



8 



o 



■5 

b 



o 
z 
> 



o 
z 
> 



o 
m 



3?* 



Si 



oS 

l§ 

> "S. 

Si 

q z 

if 



3 w 

b<£ 



oi ■ 
S'o 

I 

_ v 

X 
o 
3 



73 

b 



30 

b 



& 
I 

! 



o 
rn 



i 
v 



t octet J 



C9900/lOSn/X3d 



ZZ.ZZ.S/I0 0A\ 



6*S 




f 9900/1 osn/i3d 



ZLZL9/10 O/W 



OSS 




£9900/IOSfl/JL3d 



ZLZLS/IO OA\ 



ISS 



4 



li 
If 

J | 

18 
8 

p 

I g 

a* 

CO - 

3- 

» 

i 



i 



3_ 

m \ 
O I 

m o 



1* 

m _ 

2i 

z © 

"01 

3 8 

Zl 

O X 

m o 

■e 



CO 



i 



5 s 

o _ 

O) 0) 

CD CO 



1,3 

Zf 

m 

Z o 

- . -g_ 

s 



" 6 ° 



o 

o * 

Jl CO 

9 m 



f 8 
a. «. 



XI 



</> 

O 
3 

Tl 

3 



no 

CD 
CO 

G> 

cr Oi 

^ a 

Ol 
Ol 

o 



e990o/iosn/±3d 



a — 
z PI 1 

"6» 



CO _ 
O D g 
" 0 3 



o 
o » 

9 m 
O 



S 8 




CO 

© 

9 



"U 

0) 
CQ 
Q 

S Oi 

ft en 

CD O 

o. 



2s 



5 



€9900/I0Sfl/X3<I 



ZLILS/IO OA\ 



CSS 



o ^ 8- 



o 

I- 

P m 



m ~ • 



2 




CO B? — i 

if i 



gi 

2 ° 
5 S 



3M. 



f 



cn 

; - 2 2 

O Q 

o o 

X I 

3 S 

o o 

CO 



o o 

33" □ O 

r- § g Z 

O 5 > > 

« S. o o 

O 3 3 

3 O <D 

O — 

Mi 

> a o 

£ m m 

r? « u 

W g g 



ro s 

S'o 

1,1 

ss 

m i 

S| 

_ O 

2 </> 

if 
| 

3D 2 

Q> 
m o 

z 3 

to — 

> g 

7} Q 



r oi -» 

^ cd a 

S 3C o 

W s o) 
o <» 

3 



I 
O 

I 

-a 
8 



stria 



SOL 



f 9900/1 OSfl/JLDd 



ZLZLS/10 OAV 



o 5 



o 

I- 

P m 
o 



f s 



< £ ? £ 

5 -I I 3" 



C/> 



rn 
8 

I { 

"5 *. 2, 

8 Ol 

I S 

Q. 

5" 



8 f* 

8 | i 



> 9? 



3 * 
z! H 

m a 



0 * 

m o 

O 5 
H o 

Si 
31 
°S 

m m 
P 2 



s 



55 



Sib 



A 



' Li 



C9900/lOSn/XDd 



ZLZLS/IO O/W 




e990o/iosn/i3<i 



ZLZLS/IQ OAV 



9SS 



Is 



IE 

C/) o 
"0 01 

o ^ 

*l 

?! 
II 



5& 

E X 

CO P 

m = 
O 2 

It 



la 



1 



ill 

5" 



2. 



6 0 



o 

I- 

P rn 
o 



we 

f 1 

CD Ol 



4 & 4 



1 si 



en 

<D 

tr 



O 

cr 

<P 

5? 

5 



02 

cr 



cn 
en 
o 



f9900/lOSfl/XDd 



Z.SS 



8 



" e 3 



9 m 
o 



2 



to § 
1 1 



m 



2q o 

fill 

<d h x a 

ma: — 



ft 



co 
Ri 



I 



m 



TJ 

3 

cr 



tt 

<o 

H • 

o 

3" 
0) 

o 
o 

3 



1 
erg 



I 

O 



r 

CO 



f 



?! 



I 



<8 

3 



O 
C 

> 

3 " 



z 

o 

G 

o 
> 

"0 



X 

CO • 



a 



f § 

> o 
Q g 

a 
1 X 



o 

6 * 
z — 

> 1 



1 

1 1 

c o 

i'o 
IS 

co § 
co -B 



Si 

O o 



S3 

is 



58 
2$ 
8\» 

co 1 

CO § 

> « 

O 2 

O o 

II 

M 

■ ' 05 

g 



* 



X 



f 



S 



82. 

CD 



e990o/iosa/i3<i 



zuz,s/io oav 



8SS 




£9900/I0Sfl/13d 



ILlLSflO OAV 



6SS 




C9900/lOSfl/XDd 



ZLZLS/10 OAV 



09S 




€9900/1 0Sfl/13d 



ZLZL9/10 OA\ 



I9S 




e9900/I0SflAL3d 



ZLZLSflQ 0/W 



Z9S 




C9900/I0Sfl/13d 



ZLZLSilO 0A\ 



€9S 




C9900/lOSfl/±3d 



ZLZLSflO 



*9S 



3 
3- 

o 

2. 

a 



t 

ZJ 

to 

s 



53 
3 



I 



S2. 



a 



01 



8 



I 



8" 

I 

o 

a 

O 

6 
I 



§ 

w 
O 



CO 



I 
c 



3 

8 



o 



o 

m 



'I 

: « 

o* 

8. 



32. 



I 



o 
8 



X 



o 

1 

I 

§ 

M 




€9900/I0Sn/13d 



ZLZLSflQ 0A\ 



S9S 




€9900/tOS(l/JL3d 



ILZLS/IO OM 



99S 




€9900/IOSfl/±3d 



ZLZLS/10 OAV 



L9S 



2 m ? 



CO 

8 



o 

I? 
is 



to-? 

?g 

I 



O I 

b i 
m i 



o 
b 



9 



°ml| 



x 



CQ 

s 

3 

cr ^ 
© <o 



Z 1 
H 1 



DC 
C 



8 f* 
8|i 



1 

I 

5s 



O 14 



S 

© 

2 



. 3 : 
1^ 



: 3 • 



•2. 



ft 



I : 

s 

o 

g 



i 



3 

03 



€9900/1 OSfl/JLDd 



ZLlLStlO O/W 



89S 




C9900/I0Sn/13d 



ZLZLSflO OAV 



69S 




C9900/lOSa/13d 



ZLZLMOOfa 



OLS 




e990o/iosa/i3d 



ZLZLStlO OAV 



US 




C9900/lOSn/lDd 



ZLZLMO OAV 



ZLS 




C9900/lOSfl/±3d 



ZLZLS/10 0A\ 




€9900/lOSn/JL3d 



ZLZLMO OA\ 



PLS 



CD 

g 



05 



"6° 



8 



o 

I- 

o 



S 



CD 

CD 



fill 



g 



z 



O 

5? 

o 



z 



5 



C 
2 



"0 

cr 



0) 
CO 

8H ® 
fl> -N. 
m S <» 

* CD ? 



"8 



3 , 



3 

2 
> 



3 • 



X 
CD 



3 



X 
o 
3 



> 



I- 



X 
o 
3 
o 

I : 
s 



s 



SI 



2 * ^ 
Ol 

8 



o 

CD 



3 

x 



8 



€9900/lOSfl/13d 



zz.zz,s/ro oav 



SL9 




e9900/iosa/x3d 



ZLZLS/IO OAV 



9Z,S 




f9900/I0Sfl/X3d 



ZLZLMO 0A\ 



LLS 




e9900/lOSfl/JL3d 



ZLZLSIIO OM 



SLS 




e990o/rosa/i3d 



ZLZLStlO OM 



6LS 




£9900/lOSfl/13d 



ZLZLSflO 0A\ 



08S 




e9900/lOSfl/XDd 



ZLZLmO OAV 




e990o/iosn/iDd 



iLnmo OAV 



Z8S 




C9900/I0Sfl/±3d 



ILZLSflO 0/W 



€8S 



0> 



8 
3 



o 

P m 
o 



8 



m 



2Q ° 

<d -* i a 

m - | 



I 
3 



> 
c 



03 

m 



3 

o 



€ 
x 

8 

CO 



23 

CD 

5? 



m 

H . 
X 

c 



31 



is. 
3 



I 

CD 

3 



Q Z 
-< > 



h ; 

13 1 



> 
tr 

I 

•X 



& 

z 



3 

Z 
> 



o 
2 



"D 

o 

2 



& 

z 



ro 



1 



3 



3 

z 
> 



* 



it* 



5 u 

d © 
a- <g 

a * S. 
® o, 
cn 
o 

5' 

03 



-8 
5 

o 

I 



r99oo/iosa/i3d 



*8S 



8 



+ + + 

g § 8 



CO S* 



1 



8. 



a. S" 



8 



o 



8. 



€9900/1 OSfl/JLDd 



ZaiS/lOOAV 



S8S 




e99oo/iosn/i3d 



ZLZLSflQ OAV 



98S 




C9900/10Sn/13d 



ZLZLS/XO OAV 



LSS 




C9900/I0Sn/13d 



ZLZLSflO o\\ 



88S 




€9900/I0Sfl/13d 



ZLZLSflO OA\ 



68S 




C9900/lOSfl/±3d 



ZLZLSflO OAV 



06S 




e9900/lOSfl/X3d 



ZLlLSflO 0A\ 



169 




£9900/lOSfl/JOd 



ZLZL9/10 OM 



Z6S 




£9900/IOSfl/lDd 



ZLZLSflO OAV 



€6S 




f9900/lOS(l/±Dd 



ZLZLS/10 OAV 



*6S 




e9900/lOSfl/13d 



ZLZLSIIO O/W 



S6S 




C9900/lOSn/13d 



ZLZLS/10 0A\ 



96S 




e990o/iosa/i3d 



ZLZLS/10 0A\ 



L6S 




€9900/lOSn/13d 



ZLZLMO OA\ 



86S 




€9900/1 OSH/lDd 



ZLZLSIIO OM 



669 




€9900/1 OSfl/XDd 



ZLZLS/IO 0A\ 



009 




€9900/l0Sa/13d 



ZLZLS/10 OA\ 



109 




C9900/I0Sfl/JL3<I 



ZLZLS/10 OAV 



Z09 



N N S M 



CO _ 

9° 



© O CD ■» 



W 

Bf 



o 

S3 



b 



b I) b a 



lO K) O (O til 



m i 



o 

n 



> 



TO 
(0 



oooooooo 
o o b b b b b b 



o o o o 



o o o o o 



> > 



m = = 



CO 



x 

c 



c 

> 

z 



§ 



m 

w 

H 

I 

C 



X 

I 



s 
a 
a 



I 



I 

*< « 
J* 

3 



CO 

-I 

Z 



O 
O 



z 
> ■ 



Q 



8. ! 



1 



1 



3 
cr 

3* 



5 



Z 
— 1 



§ 

V 



a 
3 

z 
> 



f 



S ! 



o 
z 
> 
a 



Z : 
> 



o 
m 



z 



333 



5. 5 ° 



8 



z 



to (a n co 
j <o o o o 



3 *^ ro 
2 q ^ 



< J C ^ 



fiT 8 I 



8. S 



3 g 



1 f s I s 



_l H !^ o- ° 



3 S 



3 

z 
> 



8 
a 



a 

CD 

3 



S 1 



3 



*oi cn 

^ ^ a 
cn 
oi 
o 



CD 
O. 



3 



o 
o 



5 



I 



HM 1 



I 



€9900/1 OSflALDd 



ZLZLSflO OAV 



eo9 




C9900/I0Sfl/JL3d 



ZLZLS/iO OAV 



*09 



(/} — 

2 W ? 

" o m 



o 
o 




•a 
X 



CO 



d Sx 



5? 

o 

I £ 

s. ° 

5" 



3, 



I 

§ 

o 

8 

"9. 

3 



3 



I 



3 



3 
70 



3 § 

5 o 

it 

if 



3 



OS 0 

If 

if 

s I 

^3 



11 

3 fi 

30 



-a. 



If 



% 

I 



C9900/I0Sfl/lDd 



S09 




e990o/iosn/i3d 



ZLZLMO OAV 



909 



2 



5§ 

2 2 



<0 § 

f 8 

p> to 



m m 
4 £ 



05 O 



Jo 



in 



f 

8- | 
8 tf S. 

S Si 

o o 

CL 



55 



I 



if 

~ m 

a < 



2. > 



it 



(D 

3 5 

2 « 
z g 

> 3 

o It 
o C 

3 9 

at 



t 



o 

I 



€9900/1 0Sfl/±3d 



zu^s/ioom 



L09 




e9900/K)Sfl/X3d 



ZLZLS/IQ 0A\ 



809 




e99oo/iosn/i3d 



ZLZLS/10 OAV 



609 




I 

CD 

J? 



cr 

8 H • 

rn S ro 

>< <D 

^ O 
72 ^» 

$ en 

CD O 



€9900/I0Sn/13<r 



ZZ.ZZ.S/I0 O/VY 



019 




€9900/lOSa/lDd 



ZLZLS/IQ 0\\ 



119 




€9900/1 OSfl/XDd 



ILZLS/IO 0\\ 



119 




e990o/iosn/i3d 



ZLZL9/10 OM 



CI9 




€9900/lOSflAL3d 



ZLZLSflQ OAV 



H9 



8 



8 



oo 



3 



CO 

z ni 



O O 3 



P m 
o 



o 
3 



o 



05 

b 



o 

a 



o 



o 

m i 



m i 
o 



m 
6 



I 



m 



> 



> 
g 



i 
p > 



CO 



m 

CO 
H 

I 

C 



m 

CO 



z 
-J 



? 

3 



0) 

ca 

I © 

cn 



i 



f 



z 



1 



a 



3 



I 

OT 
O 

3. 



2 
O 

I 

o 



3 



x . 

to 



1 



S 

> 



a i 
z 
> : 
i : 

<D 



Si 



2. 

1 

> 

o 

m 

1 



I 

ST 



ro 



21 

n 

I CO 

1,8 

CO o 

si 

TJ <0 

O SL 

a>: 

Z 2. 

II 

> o 



» o 
Ul o 

s| 

m > 

II 

m <j 



m 2: 

3 ' 



cn 
o 



3 

D 
O 
Q 



X 

o 



S. 



© 2. 

er. 3. 



€9900/1 0Sfl/JL3d 



ZLZLMO OAV 



SI9 




€9900/lOSn/XDd 



ZLlLmO OAV 



919 




€9900/1 OSflALDd 



ZLZLStlO OAV 



L19 




C9900/lOSfUL3d 



819 




€9900/I0Sfl/13d 



ZLZLS/10 OAV 



619 




€9900/lOSfl/X3d 



ZLZLStlQ O/YV 



0Z9 




£ 9900/1 0Sn/13d 



ZLZLS/IQ OAV 



119 




€9900/lOSfl/XDd 



ZLZLmO OM 



119 




£9900/lOSfl/13d 



ZLZLS/10 OAV 



£Z9 



S3 



8 



B 



IS 



SB 

" 0 



O 

6 a 

P m 
D 



8 




6 



CO 

O 

m 

6 

"0 

3 
cr 



o 

CO 

H © 

qj at 

* a 

Ol 

o 



Si 
II 



* s 
I| 
SI 

si 

m : 

z b 



O 5 



gs 1 

1? 

X o .- 

.5 8 



I 



-D ° 

— wo 

> 2. 
o o 
5" 



< £U O B It riT 7 "iT 



€9900/1 OSfl/XDd 



PZ9 




£9900/[0Sn/13d 



ZLZLMQ OAV 



SZ9 



8 



8 



z s ! 
o o 



o 

9 S 



3? 



o 



§ 



ill! 

m ~ =? 



CD 



> 



> 
C 



5 



O 
O 

3 



z 



0) 

I! 



ffl 

CO 

© 
03' Ol 

cr w 

Ol 

o 



Tl 
_i 

z 
I 

o 

e 

X 



> 

C ; 



8 

% 

3 
3 

* 



Si 

I 
S" 

•s 



5 



I 

Q 
m 



a; 



• u 

M 

t 
f 

3 
3 
c 

1 



CD 
Q. 



CD 
O 
<D 



i 



€9900/1 OSfl/lDd 



ZUZ.S/I0 OAV 



9Z9 




C9900/lOSfl/JL3d 



ZLZtmO OAV 



LZ9 



a 



8 



09 

" 5 : 



o 
6 3 

W m 
O 



o 

8 



t i 



£ 5 ^ a. 

I- CO 
° ^ x 3 



o 



© 

? 

"0 

3 



a) 

— I * 
0) C71 
O- Ca> 

o 



S • 



xS 



3* 



2 a 

M 



m ^ 



3 



Q. 



2 

8 

I 



5 
5 

5- 



c990o/iosnyxDd 



ZLZLS/10 Oto 



SZ9 




C9900/I0S(l/±3d 



ILZLSflO O/VV 



6Z9 



o 

2 



" 5 » 



" o 



3 

3 



3 



2* 

9 m 
O 



§ 



3i| 



> 



5 



i. 

? 

3 



m 

X 

c 



m 

03 

c 



X 

c 



m 

3 

X 

c 



z 

H 



CD 
CO 

CD — I ° 
CO D3 Ol 

m ?z 

X CD 

^ - a 

... s 

Q. 

5' 

T3 
D 

8 

5T 



1 

CD 



I 

o 

s 



0 

6 

I- 



8 



2 
> 



S2. 
3 

i 

i 

o 

R 

S 



3 

Q. 

I 



& 

Z 
> 

§ 



O 
z 
> 



O 
m 

ro 

a 

CD 



E 
> 



e. 
3 

n 



o 
2 



a 3- 

11 


n> 3* 
a <° 

I 8 






ares. 


li 


n 

ft 


n 


a o 

3 CO 


Is 

3 CD 






Horns 


1 


1 


o 

1 
1 


is cDN A clone 


& 

z 
> 

a 
§ 



a =r 

I K 



1,8 
I z 

S 3 

a i 

i'g 

3 CD 

-TO 

CO 
X 



m S 



C9900/lOSfl/13d 



ZLZLS/10 OAV 



0€9 




£9900/lOSfl/lD<I 



ZLZLS/IQ OAV 



l£9 



CP 



8 



5 : 



P m 



09 
09 



N 



o 
b 
m 

I 



03 



8 



CO 

5 

© 

O 
3 



m 

co 



c 



m 

CO 



CO 
—I 

X 



X 

c 



m ; 
a 

H 

x 
c 



W » H 



3 



G> 
CO 

H ? 
0) cn 

"5 *. © 



C 
00 

*o 

to 

I 

6 

6 
c 



32 



-.1 

el 
2.' 



2 
8 



CO 




1 



8 



s 
> 



o 
> 

§ 



m 



73 

b 

8 
K 

Q 

8 
K 
m 



3 



o 

CD 



e9900/iosn/iDd 



ZLZLSflQ O/W 



Z£9 



2 



5? 



8 



"5° 
Co _ 



8 

8 



1? 

P m . 
o 



1 



o 
o 



o 
b 
m 



o 

b 
m 



m i 



9 



6 
3 



c 



rn 
H 

I 

c 



z 

—1 



I 

c 



m 
o 
H . 

X 

c 
z 



m 



09 

-n 



.8 



Si 



x : 

i i 



3 

3' 



I 
§ 

3 

z 
> 



a - 

z 

> 



o 
m 



x. 



13 



z 

X 

o 
p 



X 

o 



Q 

rn 



00 



2 

O 



i 



a ' 



o 
m 



> 



o 



o 
m 



x 
c 



o 
o 



112.8 



Z I 



X 

c 



X 

c 



a 

5' 



<5 



i 1 

s 8 



O ! 



1 = 



03 



3 

z 
> 

8 
a 



! 

o 



-8 
x 



(D 

s 

O" 03 

o- eg 

CD 

rn s: 

X CD 

8 cn 
IK cn 

8. ° 

5* 

03 
O 



8 



x 



£9900/lOSfl/±3d 



££9 




e990o/iosa/x3d 



ZLZLSflO 0/W 



t£9 



E ; 



8 



2 



s 



8 



3 



N 
S 



CO 

m 



> 
2 



rn 
+ 

8 

> 
c 



03 

m 



c 



m 

o 
c 



« H I 3 



6 



0) 
H 



2 

-1 ■ 



m i 
i : 

C ' 



i 

c 



I 

z ■ 
8 



z 



II 

S il 
o s 

* ( 

mi 
m $ 

mi 

if 
li 

sr 

> 

z g. 



z 
o 



IE 



a 

z 
> 



3 



m 



c 



> 

C ' 



1 



> 

o 



o 



5" 

b 



m i 

CO 



x : 
c 1 



z 
x 



o 

z 
> 



o 
m 



c 

I 



> 
c 



o 
m . 



2 
> 

m 



"J 



a. 
3 



5 



z 

I 



o 
z 
> 



in 



I 

w 
to 

8 

to 

1 

5 f 



Z 
> 



3 



I 



Si 

:S8 



CO 

3 



m g: 

X CD 



T3 
3 

8 
8. 

£» 
O 
<D 



O 
CQ 
CO 

Q) cn 
g; 

CD 05 



o 



f9900/lOSH/X3d 



ZLILS/IO 0A\ 



S€9 



IS! 



S 



.9 m 



coll 

fl 



liii 



If 



-8 



to 

CD 

? 

& <g 



en 
cn 
o 



3 

i 



& 



I 



£9900/I0Sfl/±3d 



9C9 




e99oo/iosn/i3d 



ZLZLSIIQ OAV 



L£9 




€9900/1 OSfl/XDd 



ZLILS/IO OM 



8€9 



CD 



in 

8 



O 



O 

T 



3 
73 
2 
> 



8 

r 



3 



a. 



8 



8 



oOg 



o 

2? 

P m 
o 



ipi 



5 



gig 



CO 



■a 
3 



5? 

TJ 

3 



TJ 
Q> 

<a 
— I ® 

O* Ol 

85 

o 



TJ 



£9900/K)Sfl/XDd 



ZLZLS/10 OM 



6C9 



stH uxaxaqM -9 on suixbxd 30 Aub ux pauixBxa sb saqoxd ge 
P xdb otatonu uoxa axBuxs jo }as axqBssaxppB-Axxei^ds v • Z. 

• saqcxd 

pxoe ox3ionu uoxa ax6uxs 000'02 - OS uaart^aq sasxjduioo 
, 9S uxaaaqw g oq 1 suixbxd 30 Aub ut pauixeio sb saqo^d 

pxofe oxaionu uoxa axBuxs 30 las axqBSsaxppB-Axx*T^ ds V ' 9 



0£ 



•aauixad uouiuiod 

auo qseai Buxsn atqBxjxtduie sx saqojcd 30 ^XTeanTd pxes 

30 qoea uxaxaqM on suixbxd 30 U T psuixBxo sb saqoad gz 

pxo-e oxaionu aoxs axBuxs 30 qas aiqESsaappB-AiiBX^eds V *S 

5 no }as saouanbas apx^oaionu aqq 30 auo Aue asxxduioo saqoxd 
pxBS uxaxaq/A £ 03 x suixbxo 30 *ub ut pauixBio sb saqoxd 
pxoB oxaionu uoxa axBuxs 30 }as aiqBssaappB-AiTBX^Bds v 



OZ 



•A^xiBanxd pxBS 

1110x3 axqB^BXOsx AxqBSsaxpps pus Axa^Bxsdas sx saqoxd 30 
A^xxBxrixd pxBS 30 qoBa uxaxaqM X uixbxo ux pauixexo sb saqoxd 
pxoB oxaxonu uoxa .axBuxs 30 ias axqBssaxppB-AxxeT^ds v * £ 

•axqBX3XxduiB AxqBSsaxpps puB Axa^exsdas sx saqoxd 30 
A^xxBxnxd pxBS 30 qoBa uxaxaqM 1 uixbxo ux pauiXBXO sb saqoxd 
pxoB oxaxonu uoxa axBuxs 30 ^as axqBSsaappB-Axx«T^ eds V 'Z 

•aouanbas b qons 30 uoxqxod b xo 'aouanbas AxBtjuauia T duioo 
B xo ZZZ'ZZ - I : S 0N 01 03S UT ^° ^ s saouanbas apx^oa T onu 
aq^ 30 auo Aub Buxsxxduioo saqoxd pxss 'saqoad oxax=mu 
uoxa axBuxs A^xxBan T d b Buxsxxduioo B ? uaoB T d uBuinq 1110x3 
paAXxap axduiES b ux uoxssaxdxa auaB BuxxriSBaui X03 saqoxd 
pxoB oxaxanu uoxa a T 6uxs 30 }as axqBSsaappB-Axxex^Bds v • T 

SWIYTD 



SI 



01 



C9900/lOS(l/I3d 



ZLZLS/10 OM 



0*9 



oe 



•B^uaoBid UBumq 

aqi ut passaadxa ainoaiow ptob otaionu b AouaBuxa^s 
ib sazxpxaqAq aqoad pxBS uxaaaq/A joaaaq^ quauiBBaj 
b 10 aouanbas AaBquawaiduioo b jo 3€2'ei - I : "SON dl 
Oas jo Aub ut quo }as se aouanbas apx^oaxonu b BuxsTadwoo 
B^uaoBid UBUinq uioaj paAXjeap aiduiBs b ut uoTSsaadxa auaB 
UBumq BuTansBaui aoj aqoad pTOB oxaionu uoxa aiBuTS v • ei 

'IT - I 

suixHio 30 Aub ut pauiTBio sb saqoad ptob DTaionu uoxa aiBuTS gz 
jo ^as aiqessaappB An^T^ ds * 5TJTSTJ:duioo ABaaBoaoTUi v * 21 

•OT^sexd pun 

uooTiis auTHB^sAao 'uoottts snoqdaouiB 'ssbtB uiojij pa^oaias 

st a^B^^squs ptbs uxaaaqM oi uitbid ut pauiTBio sb saqoad qz 
pTOB DTaionu uoxa aibuxs 30 ^as aiqBssaappB-AiiBTtiBds v 'II 

• a^BJC^sqns . 

b uodn pasods-pp AiqBssaappB st saqoad 30 ^as pTBS qBqq 
ut pasTaa^OBaeqo 6-1 suitbio 30 Aub ut pauiTBio sb saqoad gi 
p-tOB DTaionu uoxa aiBuTS 30 }as aiqBSsaappB-AiiBT^Bds v * 01 

*X V 30 saqo^aa^s DTaauiAiodouioq 
^OBx saqoad pTOB DTaionu uoxa a-[5uxs ptbs 30 %0S 
^ SH3T ^ uxaaaqM '8 01 i suitbio 30 Aub ut paurcBio sb saqoad 
p T OB DTaionu uoxa ai6u T s 30 }as aiqBSsaappB-AnBT^Bds v '6 



01 



•aouanbas ao^oaA abBqdoTaa^oBq puB DT^oAaB^oad 
^obi saqoad ptob oispnu uoxa aiBuTs ptbs 30 %os 
ISBai }B UTaaaq/A ' L 01 I suitb T o 30 Aub ut pauiTB T o sb saqoad g 
Ptob DTaionu uoxa ai6u T s 30 :*as aiqBSsaappB-AnBT^Bds v *8 

•dq 005 Pub 002 uaa/A^aq 
st saqoad P tob oxspnu uoxa a T 6uTs aqq 30 qiBuai aBBaaAB 
€9900/I0Sfl/13d ZLZL9/IQ OAV 



IP9 



auo Aire ux pauiTHio se aqoad pxoe oxaxonu uoxa axBuxs v "IS 

•aouanbas ao^oaA aBeqdoTJtaioeq 
pue ot^oAjp^ojcJ s^oex eqoad pxes uxaaaq M '61 - CI surpexo jo 
auo Aue ut peuix^io se aqoad pxoe oxaxonu uoxa axBuxs v '02 

0£ 

•paiaqei 

Axqe^oa^ap sx aqo;rd pxes uxa.xaijM '81 - EI smxexo jo 
auo Aue ut pauixexo* se'-^ojrd pjoe oxbiouu uoxa axBuxs v '61 

*YN<3 J:o VNH 'VNd sx aqo.xd pxes uxaaaijM 'Z.T - £T suixexo jo $z 
buo Auy> tit pamxpxD gp aqo.xd pxoe oxaxonu uoxa axBuxs v ' 81 

• if ^5uax ut 

<W SZ - £ uaaM^aq sx aqojrd pxes uxajcaqM 'sx ei suixexo jo 
auo Aue ut pauixexo se aqo;cd pxoe oxaxonu uoxa axBuxs v ' LT QZ 

"ON ai 03S PT es 

jo sapx^oaxonu snonBpuoo sz pue sx uaaM^aq sasxaduioo aqo;cd 
pxoe oxaxonu uoxa axBuxs pxes uxajratfM si 03 ei suixexo jo 
auo Aue ux pauixexo aqoad pxoe oxaxonu uoxa axBuxs v * 91 SI 

•B^uaoHxd ueumq aqq. ux 
passajcdxa pxoe oxaxonu e oq AouaBuxjc^s ttBxq is sazxpxjcqAq 
aqo;cd pxes uxa;tat[M goaj:aq^ ^uawBeaj e jlo aouanbas 
Aae^uauiaxduioo e xo 'l£B'QE - ZZZ 1 SZ - 'SON dl Oas 50 oi 
Aue ux }no qas se aouanbas apxqdad e Buxsxjtduioo apxqdad e 
Buxpooua aouanbas e BuTAeq axnoaxoui pxoe oxaxonu e sx qoxqM 
e^uaoexd ueuinq uaoaj paAxaap axduies e ux uoxssaadxa aua6 
ueumij BuTjcnseaui aog aqoad p-poe oxaxonu uoxa axBuxs v * SI 

•joajtatn riuauiBejtj 

e jo aouanbas Ajce:juauiaxduioo e jco ZZZ' SZ - eee'CT = ' son dl 
Oas 30 Aue ux ^no ^as se aouanbas apx^oaxonu e Buxsxaduioo 
ei uixexo ux paiuxexo se aqoad pxoe oxaxonu uoxa axBuxs v ' frl 
C9900/lOS(l/JLDd ZLZLmO OM 



jo aqojtd qona 01 punoq Aiqe^oa^ap laq^I aqi Buxanssaui 
uaqi pue .'H^ueoHid ueumq 30 YNtfui 1110^3 
p9AT^:ap spxoB oxaxonu 30 uox:paxx OD qs;cx3 pxiss 
'spxoe oxaxonu paxaqnx Axqe^oa^ap 30 uoxqoaxx OD 
^sj:x3 e q^x/A 'si uixbxd 30 Aex:n20.xoxui aq:; Bux^d^^uod 

:6uxsxaduioo 'H^uaoexd uewnq uioxj paAXjrap 
axduiHS h ux uoiss9idx3 aua6 Buxanseaui 30 poq:*aw v 



ZP9 



'uoxa pxes qqxM aqojcd SZ 
h BuxA^q sAnxxTsoaoxw uoxa axBuxs 03 uoxqiszxpxjcqAq 
Buxsn sadA^ xi SD *o/puv sanssxi 30 A^xxH^nxd 
h ux suoxa pxes 30 qoisa 30 uoxssajcdxa aqz* BuxxnsBaui 

uatn 

pu-e izz uix^xo 30 poxpaui aq^ o^ Buxpaooon aouanbas 0£ 
oxuiouaB mooij suoxa 30 A^xx^rixd e BuxAsx^uapx 

:6uxsxaduioo 

'auaB axBuxs h 03 suoxa BuxuBxsse 30 poq^aw v ' ZZ 

•AouaBuxa^s qBxq 1* axq^ZTPT^^ & 

;T 9A ino9T9s si quam6ex3 pxns pub 'zi uix^xp oq. Buxpjiooon 

A^aj^oaoxui e uxqqxM papnxoux si aqo;cd px^s 'uoxa paqoxpaad 

pxBS '03 aouanbas ux Aa^^uauiaxduioo jo 'oq aouanbas 

ux x^T^^PT ^uauiBB^j t2 BuxAeq aqo;rd uoxa axBuxs ^ sx 

aqoxd pxes 'aqoAjn^na pxes 30 T2iuao*>x d mca ? VNHUi 1110x3 oz 

paAxaap aan spxoe oxspnu paxaq^X AxqB^oaqap pxes uxaxaqM 

'©qoad uoxa axBuxs e 03 spxois? oxaxonu 

paxaq^x Axq^oa^ap 30 uox^zxpxjrqAq ox3Xoads Buxqoaqap 

uaqq pun .'aqoAa^na pxtss 30 aouanbas oxuiouaB 

1110^:3 uoxa auo ^s^ax 1* 6ux:*oxpa;cd Axx^P^I^ 06 ! 12 51 

:Buxsxaduioo 

'auiouafi ox^oA^p^na e ux suoxa 6uxA3X^uapx 30 poqqaui v ' ZZ 



01 



•j, xo v 30 saqo^a^s 
oxaauiAxodouioq s^o^x aqojcd pxes uxa^aqm ' QZ - ei suix^x D 3° 
C9900/I0Sn/X3d ZLZLS/10 OM 



£V9 



'LZQ'QZ - ££Z'9Z : sojsr dl OSS 
j"o Aue ux ^no ^as se aoiianbas h 6uxsx:rduioo apxqdad y * AS 

0 

% Z£Z'3Z - I : sojs[ (31 oas 
30 Aue ui ^no las aouanbas e Aq papooua spx^dad v *92 

•apx^dad h sapooua ipxqM - I : son 

ai 03S jo Au« ui qno aouanbas pxoe oppnu v ' SZ S 

-bubB bjBux's h 03 pauBxsse aq pxnoqs suoxa atj^ 
sa^eoxpux sadA^ TI^o ao/pun sanssx^ 50 A^xi^anxd px^s 
ui suoxa pxes jo uoxssa;tdxa 30 u^a^^Bd uouiuioo e uxajtaqw 
£9900/I0Sf1/13d ZLZLMO OM 



D3S\ 



3DN30D3S 
Q3XVXONNV ) 
AXHdSIQ / 

I 



/ 



S3D^DOS 
"IVNH3XX3 WOHd 
NOIXVXONNV 
3DN3nD3S 



009 



VIVO 3DN3nD3S t 
Q3XVXONNV 3UOXS V. 



OQZ 




3SV9VXV0 
3DN3nD3S DIIAION30 



VXVQ 30N3nD3S 3XVXONNV 




h 




AVSSV N3SOH0 WyOdH3d 

qnv axvuxsans -ivNoixvwaodNi 

UO/ONV IVDlSAHd 3XV3H0 




I 


AVSSV N3SOHD dOd 

do xssans AdiXN3Q! 






vxv 

- S3DN3nt): 


□ DIIMON39 N1HXIM 

3S HVNOlXONnd AdlXN3Cil 



— ODS 



■ DO* 



ooc 



- 001- 



Ol/L 



€9900/rOSa/lDd 



ZLZLS/10 OM 



Q5Z 



I lnaxno Y 
r A\ndsia J 



±ndJ_no shois 



7 



(oio) 



cz 



17 



OOZ' 



xms3y ±yod3U 



37 



00C SS3DOUd 

01 indxno 



T 7 



8Z 



37 



xndi.no 

(SnSN3SNOD) 3UVd3Ud 




i 




30N3nD3S SS3DOUd 


*j ■ 




0OH13W ONV 

Hovo^ddv a3His3a yod 

30N3flD3S SS3DOHd3Ud 







ON 




3SV9V1VCJ 3DN3nD3S 
DIIU0N39 AH3nD 



oz 



37 



Oi/Z 



e9900/lOSfl/X3d 



ZLZLS/IQ OM 



E-6y 



'2 



D Q[ 



1 



0 □ □ . □ □ 



Li 




J 



^7 



oi/e 



e9900/lOSfl/13d 



ZLZLmO OAV 



03 



S9TISSI} £ JOJ 

isqranu gssg p nB uOISS9ldxg[ 







ix/ 1 " * 


i )■ 

i *3 



•bas diqQ 

nopoia 
japuipirar) 



00 09 00 OS 00 OS 00 OS 00 OS 

PZ ZZ \Z 61- 91- 91 SI- Z\ Zl 01 06 SZ 09 Si? 0£ SI- 

i i 1 » i i ' ' i ' 1 ' ' ' i i * ■ ■ ' ■ s ; ' * ■ < « ■ « y ■ 1 ' ' i f » .^J** 1 ' ' ' i ' 1 J j i 0 




- 0001. 

•z. 
p 

0003 o 
CD 

oooe | 

1- 00017 



0009 



oi/s 



e9900/I0Sfl/XDd 



ZLZLSIIO OM 



senssii p jaquuriN 



■ ! L 



J i I I , 



1 mm 1 — -1 0 



003 z 
c 

3 

OOfr ? 



CO 

009 o 



- 009 



000 t 



Ol/9 



C9900/I0Sn/13d 



ZLZLSI10 OM 




€9900/lOSfl/13d 



Oi/L 



ZLZLmO OAV 



Signal Intensity 



ho 

o o 



CO 

o 



O 



cn 
o 



o 



CD 

ho 

cn 

CO 



0) 
T3 
O 



C 

3 



CO 
CO 

ro 



cn 
o 
cn 

cn 
oo 

CD 

o 

CO 

cn 



oo 

4^ 



CD 

cn 



■i M U A Ol O) 

o o o o o o o 



to 

Ol 
—A. 

CD 

-J 

— V 

00 
-a. 

CD 



Ol/8 



€9900/I0Sn/lDd 



ZLZLSIIO OAV 



to 




£9900/lOSfl/JLDd 




Ol/Ot 



C9900/tOSn/X3d 



ZLZLSflO OA\ 



uoissaidxs ausS 3uij33j3p joj spoqiaiu ui ssn Jisqi pUB BjuasBjd sqi ^| 
ui passaudxs ssqaid ppe sispnu uoxs 3[8uis are psquosap os[y -psquossp si Bju33Bjd uBiunq uioxj paAUsp squibs b ui uoissaidxs ^ 
3us3 SuunsB3Uj joj saqaid ppB sispnu uoxo 3[Suis jo Aiipunid b Swsuduios aruboj3iuj ppB sppnu uoxs sjSuis y :pej|sqy (£S) Q 

VXNaOVld MVWAH NI NOISSMdXH h-* 
3N30 dO SISA1VNV HOd TflH3SA SSflOHd OIOV DiaiDflM NOXH aiOMIS a3AIH3a _ 3WON30 MVWflH :«HUL (*S) ^ 
— 

-a 
^1 

Si 



atjazoQ xDd d W 1° dnss ! JVjnSdu uova Jo 8wu 
-uiSdq auj id SuuDaddo tt suo\w\Kduqqypuv sapoj no sbion douv 
-Pl n Du d W °? Jd fa A 'suoiiuif&dqqv Jduio puv sdpoo J3ii9j-0MJ joj 

£002 ArenuBf £ 

:|jodaj q3JB3s |buoi)buj9)ui aqj jo uoijeanqnd jo ajBQ ($$) 

nvdjng iDuoiivujdiu[ 
wojf jsanbau uodn ajqajwAD puv uuof owoujodja ui Apivu 
-odds pdus\\qnd uoiiduosdp fa uvd Swjsi] dottdnbds ujm — 

UOddA IfOJVdS JVU0tJUlU3?Ut ujim. — 

:p3qs!|qnj 

(ox 'ax 'ms 'w 'uw nw 'mo 'mo 'vo 'wo 'io 'od 
'33 Ta aa) 5 U3 J Bd wvo 'fax 'as id 'in 'ow 'm li 
'ai 'ao 'ao ( m 'ia 'sa 'xa 'aa 'ad 'ho 'as iv) * U3 i Bd 

unadomg «(WX 'fX 'flH 'OW 'ZX 'OX 'AS 'ZV 'WV) iuaH*d 
uBisEing 4 (MZ 'OH ZX 'ZS 'IS 'OS 'ZW 'MW 'SI '3X 
'WO 'HO) » u ^ d OdlHV :(puot8dj) sojbjs r»|eu3|saa 

mz vz 'oa 'ma 'zn 'sn 'on 'vn 4 zx 'xx 
*wx 'rx *"is 'ms 'is 'os 'as 'as 'nn 'oh 'xd ir u 'zm 'on 
'zw 'xw 'mw 'mw 'xw 'on 'aw 'vw 'at 'm \n 'si 
'hi 'mi 'oi 'zx '*ix 'dx 'ox 'ax 'dr 'si 'mi 'ti 'ai 'riH 
'*ih 'wo 'ho 'ao 'ao 'ao 'ia 'sa 'aa 'za 'wa xa 'aa 
'zo 'no 'ho 'mo ho vo 'za 'Aa 'na 'oa 'aa 'va 'zv 

'nv 'XV 'WV TV 'OV "3V ifiouoinni) saic^S I^IBuSisaa (18) 

(Sfl) |c ££880 

fN ^BMBlBOSld '3HU3AV [BlUUSJUS^ 008 '" 3U l ^^3101^ ^13 

rBUUcqd ureqsj3iuv tup 4 'M l |BAO>i *OMlNMOM isjuaSy (PL) 



(Sn) 6E^6 VO 'Juoujsj^ 'SU0UIIU03 

opBJoa ia ill 'tsn/snJ *h 'pi^q ^mvm (sn) zwt?6 

VO '^3iA utBiunoj^ 'gift ^Bg o\z i[sn/MO] Saaqs 
-«^AV *N3HD *(Sn) £0£P6 VO 'oj[V ore^ *snu3AV spJSA 
Biuoq 8 96 Usn/SflJ *M 'PJABQ TaZNVH (SfO 
VD '03}B]AI ubs 'isans areA\B[3d qjnos i\$ t[sn/ao3 'O 
'uojjeqs *NN3d '($ u0 Sfl m j0 sjueonddv/sJOjuaAui (si) 

pUB fSJ0)U3AU| (ZL) 

'(Sn) 9SOP6 VO 

'3[BAXuuns '3UU3AV ssubiy JSB3 8c6 '[SO/ — ] *OMI *VDI 
-IV03V *(Sfl tdaoxa SdiDj$ pajvu&szp U° uo J) >uB3nddv (lL) 



ao 
sn 
sn 
sn 
sn 
sn 
sn 



(ooozo rw>) 

(0001607.Z) 

(oooreo'iz) 
(oooi8oeo) 

(0006'900£) 
(000r£09c) 

(ooorzo'Md 



0002 Joqopo 
OOO^J^UJ^S A2 
Ooo^Ja^^S 12 
0002 isn3ny £ 
0002 ^unf 0e 
0002 *W 92 
0002 AJBtuqsj p 



9*£92t^200 
6££'9£2/09 
189>£2/09 
99£'2£9/60 
80fr'809/60 
9£t7'/.02/09 
21 £'08 1/09 
:b)bq X)uoud (oc) 



qsi|3ug raSsnSuBi uo^Baqqnj (9^) 

qsi[3ua idScnSuBi 3ui|ij 

(l002'I0'0£) 1002 Aicnucf 0£ '^bq Suihj icuopcujajui (n) 
£9900/l0Sn/XDd :jaquinKj uoiiBDHddv |Cuoi|buj34ui (\z) 

LP/P\ MZ.03 '00/61 J90O 

'89/1 &210 ^UOIICDIJISSBO |U3>BJ |CUOI|BUJ3JUI 



€V ZLZLSO/10 OAV 13 J (I00r80-60) lOOZ *snSn V 6 

jaquin^j uoncDnqna icuoijcuja^ui (oi) uoijBDnqnj (euoiieuj^ui (et?) 

ncamg |cuoticujoiur 
uoijcziugSjo ^yadojj |cnpd(|d)U[ P'JOAV (6l) 




(XOd) AXV3MX NOIXVH3dOO0 XN3XVd 3HX H3UNI1 U3HSI lUi Id MOlXVOl r lddV "I VNOIXVMH3XNI ill) 



3 'otuBzzni 



jaoup pezuomny 



gioe-K)>e(oz-ie+)*ed 

)|hMSt!a AH 0822 - "IN 
2 ueeuuepd 0l« "8'd '«*HO »»Jed ueedojna 



20*60^0 

yodej tpiees pjuoRBiuewi em jo 6unpui to epq 



2002 l$n6nv z 



ipjuas |BUQ|pgujoyj| egi p uojpidujoo pnpe em p epq 



/ftuicj pjQjBd eures eqj p jaqiueuj luaujnoop .v. 

psgpfs uosidd e oi snojAqo 6uj3q uoipupjujoo ipns "ejuaui 
-roop tpns JOlBO ojouj jo euo uijm peupjujoo q lumurocp 
om uaqM date 0AHua*u| ue 8ajoaij| oj peieprsuoo eq puue? 
uoiiuqaui peuqep em leoueAepj jqociycd p luouinoop 

eugp uexei q peuinoop em uaqM dots omusaui ue oajoauj 
oi pejeppuoo eq puueo jo iqaou pajappuoo eq puueo 
uoiiueAU] peuqep em teouavepj jqnoiyed p lueumoop «x, 

UOntlBJUII 

eq» BojAjxepun Aioeifl jo Bfdpuud &m puBjSjepun oj pejo 
inq uonsoQdde em mi* Ptipoo uj pu dub ejep Ajuoud jo 
eiep Bugu (ouoi^ujeiuj em jaip peqsnqnd rueujnoop jam 



poaqep 9i?p Aijjoud em ubuj JO^I 
pq o;cp Bum puoneujeiu! am oi jopd peqsuqnd peuinoop .d. 

sub9uj jemo 

jo uoioojqxe *esn tonsopspfejo ue oi 6uuJepJ peunoop jO» 
(peijpeds sb) uoseej tepods joiip jo uotteip 
JdMtoue p epp uo|ieoi}qnd em qsuqeise oi peip si tpm* 
jo (spjpp Awood uo spnop M<um Aeuj uopM pauroop .1. 

etcp Buny 

|Buo{iBujeiu| emieipjouopeMqiqnd pq peuinoop japee ,3, 

oouBAeiej JBinojued p eq o\ pajepjsuoo 
pusnmiMue emioepispjeuefiemeuitJipppdttmoop .v, 

: siueojrwop peip p seuooep? (Bped$ 0 



•xeuire ui peisn sjb aiequjetu AfliuBj pejBd | X| 



0 xoq p uojjBnufluoo em u| pejsu ejB epeujnoop jeqpi j 



-/- 

fr2fr8-ZZ00 : NSSI 

8SZ980zoodx '£izfr-6ozfr 

ssBed '(I0-S0-*661) fr66I I '16 1°a 
'Sn 'N0JL9NIHSVM -33N3IDS 
JO AW30VDV 1VN0I1VN 'VSn iO S30N3IDS 
JO AW30V0V 1VM0I1VN 3H1 JO S9NI03300Ud 
uWm 9-V1H ^0 <«J0^ peonds 
/CieAueiueue uv„ HV 13 WnV9N3ZSDI>l 



ON LUJBp 0| JURAOjOH 



sefiessed juaA9(aj em K> 'aieiidoiddB ejeuM 'uoiieojpui mum 'luaujnoop p uotieuo , Ajo&eieo 



1NVA313U 39 Oi a3H3QISNOO SAM3«nOOa 0 



H0dV3S 33N3nD3$ **V*Q S8V W3HD '3SV8W3 '3NI103W 4 lCUJe^Ul-0d3 '*WQ IdM *SIS0I9 

(pesn suuoi gooBes *ieojPBJd eJ9MM "pin? esBq ejBp p eureu) qojBOfi iBUOipituept em 6<fljnpp9Hnsuoo eseq vivy 3tuoi|3.ng 



poupjuoG gpjou em u| pepnpui eje ciuaumoop gone pm weuse em oj uqppjoiunoop mnuijuim uem jegp poqatpes uouetuaaifoog 



J909 MOO 0Z 10 L OJI 

(qoquj/s uoiiboiiissbp Aq pdMO|Oj ujoisAs uofpojttsfiep) poqarees uoqepeuinoop mmmuiw 



Q3HOHV3S SQ13U S 



Odl P u « uoiiBOUIsscp (Buoiieu ifloq oi jo (Odl) uonBOflisseo tuaied leuoipujeiui oi 6uipjooov 



Z^ADIZOO 00/6U909 



89/T0ZI3 L Odl 
gns jo NOiivouissvio v 



£9900/10 Sn/13d 

on uonesnddv |bu< pi 



iyOd9H H0dV3S lVNOHVNy31NI 



(seei Ait) <wo puooos p uogcnmuoo) ote/vst/iod 





-/- 




Z2-I 


SHI {.H ID 

'6Z '9 uuiniOD- 9€ ^11 § fr uuiniOD 
61 euu uuinioo- 09 'l uuiruoo 
(80-NW66I) £661 IMdV 8 

Vadd WdUaliUNl U v lZ.y 0L7 a oil 


w 

V 


I 


C eanBij. auu - iz euu *w uuinioo 
(tt-80-6661) 6661 *sn6nv \,z 
(IV 13 NVir IN) V LI* Zte 9 Sfl 


V 




069WI200dX 

(60-eO-Z66l) Z66T M^W 6 
'868nWV JeqmnN uotssaoov 
!6uaqiepM)H '19W3 
iSUUUO, Ifl3 3SV8V1V0 




El 


X 


Z2-1 


Z 

isuiteiD fzi 9UK '8 e6Bd- fl auu 'fr a&ed 
(Z0-S0-8661) 8661 A«H Z 
(H3dINN3f 11311V3S31) V 99681 86 OM 


X 


Z2-I 


fr2fr8-Z200 :NSSI 
Z8t0Zfr000dX 't?9I2I-09l2t 
ss6Bd '(SWI-686I) 6861 Jsqiuaoaa 91 

'bZ ou '68 '1°a 
'Sn 'N019NIHSVM -33N3I3S 
30 AW30V3V IVNOIIVN 'VSR JO S33N3I3S 
JU AWiUvJv IvNUlXVN Jnl JU ;> JNlUjjJJUdd 
-SN0X3 a30HdS A13AIlVN»3nV 
21 1SV31 IV S1V3A3U MOO U01d3D3d 
9NIW0H 31A30HdWAl 3H1 9NI003N3 VNO 
JO 3Hni3nHlS 3IW0N39. HV 13 M 9 N01V3H3S 


X 


Z2-1 


luatunoop aioqM sq) 
•pueiJazjiMS 
'A"6oL0unujuii jo± a^usui laseg 
£I6£€0IO0dX 
' 'I/fifr-9000 :n<5ST *98V : 30O3 "IVNHnOf 

LZ-Vr 7vvv liuO 1 w(JV _l \J W v/ If IIUIIVI 

•8-lOI€ dd '8 "ON '88 "10A (9661) '00018 

* Pino 1 sX'uj a 1 d 1 1 1 niu 

ui sdnoj6qns ousou6ojd aujj-ep sujaq.;ed 

oupuds two ^uaja^ifl,, nv 13 a «3anvis 


X 


on uij*p 01 lUBAOjay 


sa6essed jue/\e|0J ogi jo 'etejjdojdde BjeqAVuoueoipu! Ml!* 'lueuunoop jo uoijehq 




1NVA313U 39 01 Q3H3CHSNOO S1N3WH0OO <uoiiBnu|iuo3)o 



£9900/10 sn^i.3d 

on uonesiiddv [two lui 



!UOd3H HOMV3S ~l VNOI1VNH 31N I 



(2881 AW) (pegs puows p uotienuguoa) 01 eWSt/iOd m*>J 









Z2-I 


luauinoop 6ioi(M am 
9£0fr-I90t : NSSI 
I6ttr8I200dX '8l£-Sl£ sa6ed 
'(lt-0002) 0002 aaqueAON 'e -ou '92 ioa 

'SDH3N39 mm 

„-saurea^ 

Buipeaj uado jo sAejjbojdiui Buisn auiouaS 
UBiimq aq} 5U1UM. HV 13 9 NONHVHS NN3d 


X'd 


Z2-I 


luawnoop aioqM aq} 
6-0692-98X8-0 '-Nasi 
22frZ200I0dX '£1-6 saBsd 
'(20-£0-266l) 2661 IP^N 2 '8 *JN03 * l<™ 
4 Sn 'SS3Ud "DOS "dW03 3331 
'S01IWV1V SOT '2661 '9-2 WW 'A3831N0W 
'SNOUVDIIddV 30N39in31NI "IVIOIJIIW 
NO 33N3H3JN03 3H1 JO S9NI033D0Hd 
u uonBiaJdjia^u|. pus uoutu6ooa.i 
aua6 aoi laa^sXs aoua6maiu|. lepuu-ie 

pa»Bj6e^u^ ub niva9u nv 13 Nvn9 


V 


Z2-I 


4u.aun.a0p ai.ouM ayj 
8frOI-SO£0 :MSSI 
W6SI6200dX 

'£9TS-9StS S96ed 'fr66I 'VZ 0° '22 ' l 0A 

'89 'A3aHf)S 'SS38d 

Aiisn3AiNn onojxo 'HOMV3S3H soiov omonN 

„S3WVHJ 9NI0V3H 
N3d0 318V33IldS JO SISA1VNV INVNIWIMSia 
ONV NOIlISOdWOO 3ailO313nNO9n0 A8 SM0X3 
1VNN31NI 9NI13I03}ld.. HV 13 A A A3AA010S 


V 


I 


9069- fr960 : NSSI 
'W22-6S22 sa6Bd 'S661 '21 "0" 'fr * L 0A 
'S3I13N39 U\n03310W NVWflH "8 

^OBU^SqE 

l0SWl200dX 

8£Z2£986966IA3Nd ou uotsseoDB asBqB}E(] 
a wm IV0H8 io sujjoJ- 
oi\% aiBuaua6 saivs }jue*s uoudM=>suB.n 

pui^sLa,, i3 9iwj-NnH3 nx 

S66T -Sn 'Vd *VIHdl3aV1IHd 
'33IAJ13S N0I1VWH0JNI S33N3I3S0I9 

iauiiuo, sisoia 3svaviva 


V 


2I'l 


luauinoop atoqM aqi 
fr2fr8-Z200 : NSSI 
9960H200dX '898H-£98frI 
sa6Bd '(21-8661) 8661 Jaquiaoaa 'S6 " lOA 
'Sn 'N019NIHSVM - 33N3I3S 
JO AW30V3V 1VN0UVN 'VSfl JO S33N3I3S 
JO AW30V3V 1VN0I1VN 3H1 JO S9Nia330ONd 

.suaattBd 

uotssaudxa apiM-auioua6 10 A"Bidsjp 
puB s^Aibub Ja^snis,, nv 13 8 W N3SI3 


V 




seCessed iuba8|8J am |0 ■BiBMdaiddB ajeMM'uoueoipu! Mil* •|uauiroop |o uoiibbo 





XWVA313U 38 OX O3a30ISNO3 SiNHWnOOQ (uouanuHUQ3) 3 



£9900/10 S n/, ' , d 



iaod3a Hoyvas "ivNonvNaaiNi 



8l'frl'£I 



U '02 
'81*91 

'fri'ei 



12'02'8I 
'frl'Cl 



9ZZ802200dX 
2ZCZO0OV "ou uoisssddb aseqeiea 
u uot6aj icbfrt auiosouiojip 
UBUinq 6upuanbas„ : "1V 13 'N U0WA01Q 
(Z2-frO-666I) 6661 IM^V Z2 

isuuuo, 183 ssvaviva 

SZ2802200dX 
SCZ619W 'ou U01SS83OB asBqBj.Ba 

„8I99Z6 

: 39VWI 9uoio VNO^ sninosnui snw uao 
Z esnoiu jatuos sa^MOU)! is-g(P09lA Jtpafojd 
1S3 asnow iWHH-flMSBM am. :"|V 13 'W VHHVW 
(9I-0I-Z66I) Z661 Jaqo^oo 91 
iauuuo, 183 3SV8V1V0 

^3BJ?sqB 
frZ2802200dX 
tOZfrlfrVV *ou uoisseooB asBqB^BQ 

„86008Z 

•"39VWI auop mQO sninosnui snw ll 93 
Z esnoui uanos seiMou» IS2(P2Z3A ?*oafojd 
1S3 asnoui iWHH-nqsBM aqi„ -lV 13 *W VHWW 
(60-S0-Z66T) Z66I 6 
jeuuuo, 183 3SV8V1VQ 



ON UflBpOl WBA319B 



sefirased lUEAeiej em jo •eieudojddg aiaMM'uoflBQipui mmm Muamroop jo uo?ie«Q 



1NVA313U 30 Ol q3U3QlSNO3SaN3Wn0Q0 (uonemjuuooro 



£9900/10 Sn/ 1# M 



lUOd3H H0dV3S 1VNOI1VNU31NI 



(866* 4np) ((l) leeqs WW P UOSBnuuuoo) 012/VSl/lOd UUioj 



•seej qarees i^uoRipps jo jueuiAed em peiUBdmoooB iseioid on 
issjojd s^UBoiidde em Aq peiUBduioooe ereM seej ipjces (euoiuppe omx Q l** OJ d u0 veuiou 



:-son sunep Aq pareAoo si ii Suiiep em ui peuo&uew isj« uopueAui 9*0 01 pewwsaJ — 
sivodey qarees reiKwewejui sim 4 AflU9nb^^ | | p 



:*soN s wrep Ajpoijpeds *piBd 9J9M seej qom*v joi swrep esom A|uo sj9aoo 
uodey Marees reuoneujeiui sim nueoudde em Aq pred Areum 9J9M seei qoJB98 reuopjppe pejmbej em 10 eiuos A|uo sy j j S 



*eej |BUO»tppe Aim jo 

IU9UiAed euAui pip AipoMinv Sim 'eaj reuoatppe ire 6u|Ajusn[ xiouq inomiM peiprees 9q pinoo siurep eiqinpre&s ne sv Z 



lie 8J9aoo uodey ijarees reuonBuieim 8M nuBoudde em Aq pred Ajeuia 9J9m seej ipj*es fsuo^ppe pejjnbej ire sv | | 



v 



\BB{\% |BU0UIPP* BBS 

ISMOIJOJ 89 'UOPBOUddB |BUOQBIU01U| Sim Uf 9U0»U9AUl 9|dR|nUJ PUnOJ AJMOHjnV 8U|iPiB9S IBU0RBUJ91UI SIMX 

fteaiis *6ju 10 z uieii 10 uoii gnuKUQQ) Suggg «| uoffuaAtit 10 Agun ejeqM suoffgAiasgo || xog 

(v)p'9 e/ny jo seouejues pjjifl pire puooos 9m m|M eouepjoaoe uj peww iou ere pue swrep juepuedep ere Aem esrooaq — 



01Z/VSI/13J ^9M S NOIIVWHOJNI M3HiaflJ ^es 

:Ajreo«ioeds 'jno peurea eq ireo qorees reuoRBUjeiui in^uiireeuj ou rem juejxe ire 
gons oj siu9ujei|nb9i paqiiosejd 9UI mum Ajdujoo iou op rem uopeoijddv iBuoireujoiui em 10 sued oj 9reieJ A9m esneoeq 

rsoNsuireiO 



E 



:A|euieu *A|ij(Hflnv sim Aq peqoree9 eq oj pejinbeJ iou jshbuj joefqns oi areieJ Aem esneoeq — 

"SONSUJIBIO J I. 

isuoscoj 6u|MO||Oj em joi (e)(s)a oprjv ^Pun sturep upueo 10 pedsej uj peqsaqmse ueeq iou seq yoded ipjees reuoweujettJl sni 



(xaegs 10 1 uieji *o uo(ienu|tuoo) iqcMOJBasun punoj oism sui|6|0 uieuaa ejaqM suoiibai sqp |x g 



€9900/10 Sn/iOd 

on uofjeoitdde leuoneuj 



iyOd3d HOUV3S !VNOIiVNd31NI 



*3eZ€t-£ sqi D3S o% pa^iaj 
eAoqe sb ja^Boi-ioaFqns jbuuhs 'ZSZil-Z suouuaAur" 



•(uoudM^sep em ±o 

69 *d fregeiJJI D3S wojj. uoubisubj* em s|. ipiyM # _fe£292 
01 03S aouenbes em 6uiabi| HZZl Jo z ai 03S *Q pepooue 
epuded b 'sKbjjb pies em 6uisn 6uLsudiuoo euab aL6uis 
B 0} suoxa 6u[u6|.sse joj. poqq.au] b pub suoxe 6uj.Aj4iuep|. joj 
poq^auj b 'uotssaudxa eueb 6utJnsBeui jo± poq^aui b 'eouenbas 
PIBS em 6utSMduioo sAbjjb eiqBSsejppB AiiB|4cds -(z 
01 D3S ui pasLJduioo uoxa am oq. spuodsejjoo aouanbas sj.m 
IBm sa^BD^put ipiijM 'uoudM^sap em 16 *d aes)\?zzzi 
01 03S aouanbas am bu^jduioo JBinou-Jed ul '(go? uuoj. 
VSI aas) dq gx isboc }B ±o mBuat b 6ui.abm ±oejem *ueuj6ejj. 
b jo 4 z QI 03S aouanbas epi^oaionu em 6u|.S|.jduJ00 eqojd v 

(^HBUJBd)zz-l :suhbid 2 



•(uo^dM^^ap em j.o 69 'd aas) ££Z£i ai 03S woj± uoh*Lsubji 
am st i)0 wm '(902 uuoj. VSI ^s) CC29Z 01 03S aouanbas 
aqi 6u |.abl| (zz-92 suj^blo) ££Z£l Jo x ai D3S *Q papooua 
ap^dad am 'sAbjjb p^bs am bv\.$r\ 6uisiJduioo (pz uhblo) 
aua6 aLbu^s b o) suoxa 6ulu6issb joj. pomew b pub (zz ui^lo) 
suoxa 6u|XmuaPl JOj. pomeui b '(23 iuiblo) uoissejdxe aua6 
6uMnsBeui joj. pomeuj e *{z\ uj^lo) aouanbas pjbs 6utsjJdwoo 
sAejJBOJOjui '(i ui|.b lo) aouanbas p*bs am 6uistJdwoo 
saqojd ^o }es eiqsssejppe /"LiBL^eds *(i ai 03S iH pesjjdiuoo 
uoxa am o) spuodsejjoo aouanbas s|.m ^em saiBoipuj. 
ipmM 'uo^dM^sap em ±o 16 "d ees)££Z£i 01 D3S aouanbas 
am 5mstJduJoo jBinoj^JBd ui 4 (90Z uuoj. vsi sas) dq 51 
}SBa[ }B j.o g^buai b 6ujabi| ^oajam }U3ui6bjj b jo '(ex wlbio 
aas ) I 01 03S aouanbas ap^oaionu am buisuduioo aqojd v 

(AltBU^Bd) LZ-\ :SUi^Bl3 'I 

:smouoj. sb 'uo^BonddB [BuouBUjeiui. sw; ut suouuoaui 
(±0 sdnoj6) a|dutnuj punoj. £}uomny Duupjbos iBUOUBUja^ui %\m 



OIZ /VSI/lOd WOHJ QanNUNOO NOLLVWHOdNI a3H180d 



•ajnpaooJd n ja;dBqo Aub 6utjnp Jo ;jodaJ qojBas aq; ±o ;dtaoaj 
6u^moho^ papuauiB aje suhb|D aq; ;ou jo jaq;aqM ±o aAH 3ads ^ J t as * D a Ml 
smi -paqojBas uaaq ;ou SBq qom* ja;;B<u uo uoueunrexa AjeuiiuiLejd 
b ;no Ajjbd oq. ;ou Xubuuou si £;uoq;nv 6utunirex3 XjBUiuiuajj 
|BUon*uja;ui ub se 6uu^ u^M* fouod 0d3 1^1 pas i Ape si 
;usouddB am *(i3d (9)1*99 w>w\x\wx9 AjBUWiajd ieuouBuua;ui. 

ub j.o ;oafqns am aq ;ou paau paqsnqB;sa uaaq SBq ;JoddJ qojBas 
lBUo&;BUja;ut ou ipm* jo ;oadsaj ui suot;uaAUi. o; 5uu*|3J 'suiiBp 
s;jBd jo 'suhbio ;Bq; ;obj. aq; o; umbjp si uouua;;B s,;ueouddB aqi 

*fr£2£I 

Pub SS2SI '2 'I GI D3S <n pa;i«ijL uaaq snui seu uojeas aui \aiqLssoduiL 
adoos a|oq* Jiaq; jaAo qojBas |nj6utuBatii b japuaj o; SB ;ua;xa ub 
qons o; ssausaspuoo pub X;mbI3 ^P*l 12-Sl siu^P 'aouaH -saouanbas ppB 
o|.aionu j.o jaquinu 36jbi y?iauiaj;xa ub Xq papOD /CL|Bi;ua;od si ap|.;dad b 
•jaAawoH fr€292 Jo £€292 ai 03S aouanbas aq; BuiABq sapudad^iod joj. apoo 
/Caq; ;Bq; in pau^ap A[B[os 'saqojd o^tonu o; a;B|aj tz-Sl sui|.Bi3 (fr 

"(13d 9 'W) fr£292 Put £€292 4 uouwudd« 
aq; ui pasoiDSLp AUBn;oB saouanbas api;<ted aq; o; pa;iwu uaaq ssq 
92 uuBto o; ;oadsaJ q;*M qojBas aq; pue i ai D3S *Q papooua aq pinoo 
sapt;dad jaq;o qo|.qM o; sb uoiitoipui Aub io aouasqB aq; ^o Ma*A ui (€ 

•qons sb z P^e I GI 03S aq; °1 P^Biaj sb jbjosui. 
Xtuo ;no paMJHD uaaq sBq qoJBas aq; s£b j jbo jo nil pub s;as p|.BS aq; 
o; ;oadsaj q;*M 'Xuuanbasuoo -aLq^soduH adoos aioqw Jiaq; J3A0 qojBas 
in^SutUBauj b japuau o; sb ;ua;xa ub qons o; (io<j 9 *W\f) ssausaspuoo pub 
A;iJBio ^obi siuiep aq; 'ajo^ajaqi *s;as plbs aq; 6uisiJdwoo sXbjjbojohu 
pue 2 Jo i GI 03S 6utsMdiuoo saqojd ppB D^aionu s;as aiqtssod 
^o jaqiunu a6jBi Xiauiaj;xa ub o; a;Biaj ^2-22 pub 2I-I suilbio ;uasajd (2 

•(€2-91 *L ¥ 0l saBBd 

uo^dM^sap pub gx uii.bid aas) ;u gi ;s«ai ;b ^o q;6uai b 6u|.ABq s;uaui6BJ^ 

o; pa;Biaj sb jbjosui. Aluo paqojBas uaaq snq; aABq stutBLo asaqi -paqojBas 

Alinj-SuiUBauj aq ajo^ajaq; ;ouubd qoiqM sdL;stja;3Bjeq3 jo q;6uaL 

pasoiosipun io s;uau]BBJj o; a;Biaj ^2-81 puc gt-8 *9 *S ( £-t suj^lo (t 

•902 uuoi iod uv 2-1 suol;u3aui sb pau^uapt 
uaaq SBq qo|.qM puB pauuo^jad uaq SBq qDJBas b qotqw Jo^ ja;;BW-;aafqns 
aq; jo^ epBW ajc iad (2)ZI '^^V o; ButpJOOOB qojBas in^buiUBauj 
b 6uniiJ0iJad ^o /C;niqissoduii aq; 6u^ujaouoo s;uaiua;B;s 6ut«onoj. aqi 



2*1 xog io uouenunuoo 



012 /VSl/AOd WOMda3nNIJLNO0NOUVW«OJNI83Hl«nd 



tea i *m1 <e"»» wwfl oiavsviod <ux>j 



fr66I-I0-90 
S66t-60-l2 
S66I-frO-2I 
2002-ZO-frO 
1002-60-02 
I002-60-SI 



6661-21-10 
8661-C0-90 
8661-20-61 



866I-S0-Z0 
866I-S0-22 



eiep 
uoueoiiqnd 



IV Z6S00fr6 
1 Z0fr80SZ 
IV 8Z2ZW0 
21 M)90Et69 

ia fr090Ge69 

1 l£tfr02 



TV 8610960 
V 969I2Z9 
IV 6E890B6 



IV 9968186 
V 868C60S 



(s)jequjeuj 



£9900/10 Sfl/i3d 



OM 

IV Z66I-frO-80 



d3 

nv 
on 



IZ98T9S sn 



6661-80-^2 



ZIfr2fr69 Sfl 



on 

nV 8661-S0-Z0 



9968186 On 



eiep 
UOfieoiiqnd 



IJOdeJ M3JE9S U| psip 

waiunoop luaiEd 



laodaa homvbs -ivnoi±vnh3±ni 



